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The lectin-like oxidized LDL receptor (LOX-1) is the major receptor for oxidized
LDL (ox-LDL) in endothelial cells and plays a major role in the initiation and
progression of atherosclerosis. Ox-LDL via LOX-1 causes endothelial activation and
injury, induces lipid peroxidation, and alters inflammatory gene expression, and variation
in the LOX-1 gene has been associated with cardiovascular disease risk. In addition, a
soluble form of LOX-1 has been identified in plasma and may predict atherosclerotic
disease progression. Thus, the purpose of this study was to investigate the effect of the
LOX-1 3’UTR C/T and G501C polymorphisms on endothelial function, oxidative stress,
plasma lipoprotein-lipids, and soluble LOX-1. The effect of these polymorphisms on the
responses to dietary fat intake and aerobic exercise training was also examined. Forearm
blood flow was measured using venous occlusion plethysmography at rest and during
reactive hyperemia, and plasma levels of nitrates/nitrites, nitrotyrosine, ox-LDL, total
antioxidant capacity, lipoprotein-lipids, and soluble LOX-1 were measured before and
after six months of aerobic exercise training. The dietary ratio of polyunsaturated fat to
saturated fat (P:S ratio) was determined using 7-day food records. The 3’UTR/CC and
501GC+CC groups had significantly higher baseline soluble LOX-1 levels than the
CT/TT and GG groups, respectively. The G501C polymorphism was a significant
predictor of baseline soluble LOX-1 levels, even after accounting for age, gender, race,
BMI, and the 3’UTR polymorphism (p=0.024). There was a significant interaction
between the 3’UTR polymorphism and dietary fat intake for plasma ox-LDL levels
(p=0.011). At a high P:S ratio, the 3’UTR/CC group had significantly higher ox-LDL
levels than the TT group (p=0.025). The opposite relationship was found at a low P:S
ratio (p=0.044). The 3’UTR polymorphism also influenced changes in plasma TG levels
with exercise training (p=0.036), while the G501C polymorphism influenced changes in
soluble LOX-1 levels (p=0.012). In conclusion, variation in the LOX-1 gene does not
appear to be associated with endothelial function, oxidative stress, or plasma lipid levels,
but may influence changes in these variables in response to dietary fat intake and exercise
training. Moreover, polymorphisms in LOX-1, especially the G501C polymorphism, may
regulate circulating levels of soluble LOX-1.
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INTRODUCTION
The oxidative modification of low-density lipoproteins (LDL) plays a key role in
the initiation and progression of atherosclerosis. (1) Oxidized LDL (ox-LDL) promotes
an inflammatory response in the vascular wall by inducing foam cell formation, apoptosis
and necrosis of vascular cells, leukocyte adhesion/infiltration, smooth muscle cell
migration and proliferation, and platelet aggregation. (1-5) The lectin-like ox-LDL
receptor (LOX-1) is the major receptor for ox-LDL on endothelial cells and mediates
many of the atherogenic effects of ox-LDL. (6) LOX-1 expression is upregulated in vitro
by various pro-inflammatory, pro-oxidant, vasoactive, and hemodynamic stimuli, and is
upregulated in vivo in pathological settings such as hypercholesterolemia, hypertension,
diabetes, and myocardial ischemia. (6,7) Ox-LDL-mediated activation of LOX-1 has
been shown to cause endothelial dysfunction and oxidative stress in cultured endothelial
cells. (8-12) Recently, it has been demonstrated that LOX-1 activation also
downregulates LDL receptor expression in endothelial cells. (13) Taken together, these
findings suggest that LOX-1 may promote atherosclerosis via its effects on endothelial
function, oxidative stress, and plasma lipoprotein-lipid levels. However, no studies have
examined these associations in humans.
The endothelium plays a major role in vascular homeostasis through the release of
various vasoactive and thromboregulatory substances, signaling molecules, and growth
factors. (14) One of the most important endothelium-derived substances is nitric oxide
(NO), and this free radical signaling molecule mediates many of the vasoprotective
effects of the vascular wall. (15) Reduced NO bioactivity is a major mechanism for
endothelial dysfunction and commonly results from decreased NO production and/or
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increased NO degradation by superoxide. (15,16) Endothelial dysfunction is considered
an early marker of atherosclerosis, often preceding clinical evidence of atherosclerotic
plaques. (15) In many cases, endothelial dysfunction is characterized by reduced plasma
concentrations of the major NO metabolites, nitrate and nitrite (NOx), or impaired
endothelium-dependent vasodilation in response to mechanical (i.e. blood flow) or
pharmacological stimuli. (14,17)
Oxidative stress, or the imbalance in oxidants and antioxidants, in favor of the
former, has been implicated in vascular dysfunction and the pathogenesis of many
cardiovascular diseases. (1,18) Oxidative stress reduces NO bioactivity by promoting the
reaction between NO and superoxide to form the strong oxidant peroxynitrite. (19)
Peroxynitrite may subsequently react with the aromatic ring of tyrosine to form
nitrotyrosine, a stable marker of protein modification by NO-derived oxidants. (20)
Oxidative stress may also contribute to the formation of ox-LDL through both direct,
enzymatic and indirect, non-enzymatic oxidation reactions. (1) Furthermore, in the
presence of oxidative stress increased reactive oxygen species (ROS) and other oxidants
can impair antioxidant activities and overwhelm the body’s antioxidant defense system.
(1) Consistent with the role of oxidative stress in atherogenesis, increased plasma levels
of nitrotyrosine and ox-LDL and decreased antioxidant defenses have been found in
patients with vascular disease. (1,21,22)
While endothelial dysfunction and oxidative stress may be considered emerging
cardiovascular risk factors, it is well established that lipoproteins play a major role in the
development of atherosclerosis. (23) The relative abundance of the different plasma
lipoproteins appears to be of primary importance, as elevated levels of atherogenic
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lipoproteins and/or reduced levels of atheroprotective lipoproteins may contribute to
atherogenesis and increase risk for cardiovascular disease. (24) Moreover, abnormal
plasma lipoprotein levels (i.e. dyslipidemia) increase cardiovascular disease risk by
promoting LDL oxidation, vascular dysfunction, plaque formation, and thrombosis.
(25,26)
The presence of LOX-1 in the vascular wall has important implications for the
development of atherosclerosis; however, circulating LOX-1 may have a very different
role in pathophysiology. Like many cell-surface receptors with a single transmembrane
domain, LOX-1 can be cleaved at the juxtamembrane region and secreted in a soluble
form. (27) Studies have shown that soluble membrane receptors can modulate disease
activity by binding to its ligand and preventing ligand uptake by the receptor at the cell
surface. In addition, soluble membrane proteins in plasma may reflect expression of
membrane-bound proteins and disease activity. Although the role of soluble LOX-1 is
unclear, elevated levels have been found to predict atherosclerotic disease progression in
humans. (28)
Over the last decade, LOX-1 has emerged as a promising candidate gene for the
development of cardiovascular disease, as the chromosomal region encoding the LOX-1
gene is associated with both atherosclerosis and hypertension. (29,30) Seven
polymorphisms have been identified in the LOX-1 gene, including a C-to-T substitution
in the 3’-untranslated region (UTR). (31) This polymorphism affects the binding of
nuclear proteins in an allele-specific manner, and the 3’UTR/T allele has been associated
with an increased risk for coronary artery disease (CAD) and acute myocardial infarction.
(31-33) In addition, the 3’UTR polymorphism is in complete linkage disequilibrium with
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5 intronic polymorphisms that regulate the splicing of exon 5 and the subsequent
generation of a truncated LOX-1 protein. (31,34) A second functional polymorphism has
been identified in exon 4 which involves a G-to-C substitution at nucleotide 501, leading
to a nonconservative amino acid change (Lys to Asn) in codon 167. (35) Due to its
location in the ligand-binding domain, this polymorphism may be protective against
cardiovascular disease by reducing the binding and uptake of ox-LDL and the subsequent
activation of LOX-1. (36) However, not all studies have supported a protective role for
the 501C allele. (35,37) Thus, the association of this polymorphism with cardiovascular
disease remains to be elucidated.
Atherosclerosis is a multifactorial disease that involves complex interactions
between genes and environmental factors. (38) Dietary fat intake and aerobic exercise
training are important environmental factors that can significantly impact cardiovascular
risk. (24) In general, polyunsaturated fatty acids (PUFAs) improve vascular function,
reduce inflammation, and lower plasma lipid levels, while saturated fatty acids (SFAs)
impair vascular function, promote thrombosis, and increase plasma lipid levels. (39,40)
Thus, the relative amount of PUFAs and SFAs in the diet (i.e. the P:S ratio) is an
important determinant of disease risk and may be inversely associated with
atherosclerosis. (41) Similarly, exercise training reduces cardiovascular risk by
improving endothelial function, reducing oxidative stress, and improving the plasma
lipoprotein-lipid profile. (42-44) However, the inter-individual responses to dietary fat
intake and aerobic exercise training are highly variable and may be influenced by genetic
factors. (45,46) Given that LOX-1 expression is regulated by linoleic acid and shear
stress, two stimuli that are important components of dietary fat and exercise, respectively,
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it is possible that genetic variation in LOX-1 may influence responses to these
environmental factors. (47,48) Thus, the purpose of this study was to 1) investigate the
influence of the LOX-1 3’UTR and G501C polymorphisms on endothelial dysfunction
(as assessed by forearm blood flow and plasma NOx levels), oxidative stress (as assessed
by plasma nitrotyrosine levels, ox-LDL levels, and total antioxidant capacity),
dyslipidemia, and soluble LOX-1 levels; and 2) determine if these polymorphisms




1) The LOX-1 3’UTR C/T and G501C polymorphisms will be associated with
endothelial function, oxidative stress, plasma lipoprotein-lipid levels, and soluble
LOX-1 levels.
2) The LOX-1 3’UTR C/T and G501C polymorphisms will interact with the dietary
P:S ratio to influence endothelial function, oxidative stress, plasma lipoprotein-
lipid levels, and soluble LOX-1 levels.
3) The LOX-1 3’UTR C/T and G501C polymorphisms will influence the exercise
training-induced changes in endothelial function, oxidative stress, plasma




Men and women 50 – 75 years old were recruited to participate in this study and
screened to ensure eligibility. All subjects were sedentary, non-smokers, non-diabetic,
and free of heart, liver, kidney, and lung disease. Subjects were either a) normotensive
with at least one National Cholesterol Education Program (NCEP) lipid abnormality
(total cholesterol>200 mg/dL, LDL-C>130 mg/dL, HDL-C<40 mg/dL, or TG>200
mg/dL) or b) hypertensive (BP<160/90 mmHg), but controlled by medications not
affecting lipid metabolism, and with or without at least one NCEP lipid abnormality. All
females were postmenopausal and agreed to maintain their hormone replacement therapy
(HRT) regimen for the duration of the study. Individuals with a body mass index
(BMI)>37 kg/m2, fasting TG>400 mg/dL, and fasting or postprandial glucose levels >126
mg/dL and >200 mg/dL, respectively, were excluded from the study. Subjects also
completed a maximal graded exercise test to detect any cardiovascular, pulmonary, or
other chronic diseases that would preclude exercise testing or training. (49) Individuals
with tests indicating signs or symptoms of cardiovascular disease were excluded from the
study. Subjects were informed of the study requirements and provided their written
consent. This study was approved by the University of Maryland at College Park
Institutional Review Board.
Dietary Stabilization
Subjects were stabilized for 6 weeks on an American Heart Association (AHA)
Step I diet, consisting of ≤30% of daily calories from fat. Midway through dietary
stabilization, subjects completed a 3-day food record to determine their average energy
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and nutrient intake over the 3-day period. Food records were analyzed using
Computrition dietary software (Computrition Inc., Chatsworth, CA), and the amount of
fat that constituted ~30% of their total caloric intake was determined. Subjects were
encouraged to maintain this fat intake for the duration of the study.
Baseline Testing
After the dietary stabilization period, subjects underwent baseline testing to assess
the main outcome variables before exercise training. Ten milliliters of blood was drawn
into EDTA tubes in the morning after a 12-hour overnight fast on at least 2 separate days
and averaged to determine baseline lipid levels. Fifteen milliliters of blood was drawn
into EDTA tubes to measure plasma NOx, ox-LDL, and nitrotyrosine levels, and five
milliliters of blood was drawn into heparin tubes to measure plasma total antioxidant
capacity (TAC) and soluble LOX-1 levels. Blood samples were centrifuged at 3000 rpm
at 4ºC for 20 min, and frozen aliquots were stored at -80ºC until further analysis. Total
body fat was measured by dual energy x-ray absorptiometry, and intra-abdominal fat was
quantified at lumbar vertebrae L4-L5 using computerized tomography, as described
previously. (50,51) Maximum volume of oxygen consumption (VO2 max) was
determined during a graded exercise treadmill test, and standard criteria were used to
verify that VO2 max was achieved. (52) At the conclusion of baseline testing, subjects
completed a 7-day food record to assess compliance with the AHA Step I diet. The
proportion of PUFAs and SFAs in the diet were used to calculate the P:S ratio. Subjects




Forearm blood flow (FBF), in mL per 100 mL of forearm volume per minute
(mL/100 mL/min), was measured by venous occlusion plethysmography using the EC5R
Strain Gauge Plethysmograph (D.E. Hokanson Inc., Bellevue, WA). A mercury-in-
silastic strain gauge was placed at the widest part of the forearm, and subjects lay supine
for 15 minutes with the forearm placed above heart level. An arm cuff was placed
proximal to the strain gauge to control blood flow to the forearm, while a wrist cuff was
placed distally to eliminate hand flow. To determine FBF at rest, the wrist and arm cuffs
were inflated to >180 mmHg and 55 mmHg, respectively, and FBF was measured for 7
cardiac cycles. This procedure was repeated two more times and the 3 measurements
were used to determine the average resting FBF. To determine FBF during reactive
hyperemia, ischemia was induced for 5 minutes by inflating the arm cuff to 50 mmHg
above resting systolic blood pressure and FBF was measured every 15 seconds for 3
minutes. Given that peak blood flow has been shown to occur at ~1 minute following
ischemia, reactive hyperemia was calculated as the percent change in FBF from resting to
1 min post-ischemia. (53,54)
Nitrates/Nitrites
Plasma NOx levels were determined using a modified Griess assay. In brief,
plasma samples were first deproteinated using centrifugal filter units (Ultrafree-MC,
Millipore Corporation, Billerica, MA). After centrifugation at 9000 rpm at 4ºC for 40-50
min, 40 µL of the filtered sample was incubated with 20 µL of nitrate reductase (1050
U/L) and 10 µL of NADPH (175 µM) for 1 hour at room temperature to convert nitrate to
nitrite. To remove excess NADPH, 20 µL of NH4Cl (250 mM), 10 µL of glutamate
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dehydrogenase (2500 U/L), and 20 µL of α-ketoglutarate (10 mM) were added and the
samples were incubated for 1 hour at room temperature. To start the Griess reaction, 40
µL of a sulfanilamide solution (1% sulfanilamide in 5% phosphoric acid) was added to
the mixture and incubated for 30 minutes at room temperature. The mixture was then
incubated with 40 µL of a 0.1% N-1-napthylethylenediamine dihydrochloride solution for
30 minutes at room temperature, and the absorbance was measured on a microplate
reader at a wavelength of 541 nm. All samples were assayed in duplicate. The intra-assay
and inter-assay coefficients of variation (CVs) were 3.3% and 4.9%, respectively.
Oxidized LDL
Plasma ox-LDL levels were measured using a competitive ELISA (Mercodia,
Uppsala, Sweden) that utilizes the murine monoclonal antibody 4E6. This antibody is
directed against a conformational epitope in LDL that is generated from substitution of at
least 60 lysine residues in apo B with aldehydes. (55) This number corresponds to the
minimal number of substituted lysines required for scavenger receptor-mediated uptake
of ox-LDL. The amount of ox-LDL in plasma was determined by reading the absorbance
at 450 nm. All samples were assayed in duplicate. The intra-assay and inter-assay CVs
were 18.9% and 15.6%, respectively.
Nitrotyrosine
Plasma nitrotyrosine levels were measured using a sandwich ELISA (Cell
Sciences, Canton, MA) that detects nitrosylated protein adducts. The amount of
nitrotyrosine in plasma was determined by measuring the absorbance at 450 nm. All




TAC was measured using a commercially available kit (Cayman Chemical, Ann
Arbor, MI) that measures the combined antioxidant activities of all aqueous and lipid-
soluble antioxidants in plasma, including vitamins, proteins, lipids, and enzymes. This
assay relies on the ability of antioxidants in plasma to inhibit the oxidation of ABTS®
(2,2’-Azino-di-[3-ethylbenzthiazoline sulphonate) to ABTS®·+ by metmyoglobin. The
capacity of the antioxidants in plasma to prevent ABTS® oxidation is compared with that
of Trolox, a water-soluble vitamin E analogue, and is quantified as millimolar Trolox
equivalents. The amount of ABTS®·+ produced was measured by reading the absorbance
at 750 nm. All samples were assayed in duplicate. The intra-assay and inter-assay CVs
were 10.5% and 4.4%, respectively.
Lipoprotein-Lipid Profile
Plasma TG and total cholesterol levels were measured enzymatically, and LDL-C
was calculated using the Friedewald equation. (56-58) HDL-C was measured after
precipitation with dextran sulfate, and HDL2 and HDL3 were separated and quantified
using a second precipitation with dextran sulfate. (59,60) HDL2-C was calculated as the
difference between total HDL-C and HDL3-C.
Soluble LOX-1 
Plasma levels of soluble LOX-1 were measured by a sandwich ELISA using two
different human LOX-1-specific antibodies, as described previously. (28) These
antibodies were obtained after purification of serum from rabbits that were immunized
with a recombinant protein corresponding to the extracellular domain of human LOX-1.
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Exercise Training Intervention
Following the baseline tests, subjects completed 24 weeks of aerobic exercise
training, as described previously. (61) Briefly, in the initial sessions, subjects exercised
for 20 minutes at 50% VO2 max, 3 days/week. Exercise duration and intensity were
gradually increased such that by week 10, subjects were exercising for 40 min/day at
70% VO2 max. A fourth unsupervised exercise session was added during the last 14
weeks of training. Subjects completed food frequency checklists every 2 months to
monitor dietary intake during the exercise intervention.
Final Testing
At the completion of the exercise training intervention, subjects provided a final
7-day food record to ensure dietary compliance prior to reassessment of the outcome
variables. Subjects continued exercise training until all final tests were complete. Blood
samples were drawn 24-36 hours after an exercise session.
Genotyping
A separate blood sample (10 mL) was drawn to genotype for the LOX-1 3’UTR
C/T and G501C polymorphisms. DNA was isolated from peripheral lymphocytes and
genotyped using fluorescence polarization. Primers for the 3’UTR polymorphism were:
forward, 5'-AGCTATTCTTTGTCACTTGGGTG-3'; reverse, 5'-CTGAGTTCAGAGGG
TTTTCAAGC-3'; and internal reverse, 5'-GGGAAGCTTGGGACAAGCTAGGTGAAA
TAATACAG-3'. Primers for the G501C polymorphism were: forward, 5'-CAGCTCCTT
GTCCGCAAGACTGGAT-3'; reverse, 5'-GAACACTCACCAGATCAGCTGTGCT-3';
and internal reverse, 5'-CTTGGCATCCAAGACAAGCACTTCTCTTGGCT-3’. PCR
amplification for both polymorphisms was carried out in a reaction volume of 10 µL
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containing 1 µL of PCR Buffer (10X), 0.3 µL of MgCl2 (50 mM), 0.2 µL dNTP (1.25
mM), 0.05 µL of each primer (20 µM), 0.04 µL of Taq DNA polymerase (5 U/µL), 7.36
µL of deionized water, and 1 µL of DNA. PCR was performed using an initial
denaturation at 95°C for 5 min, followed by 35 cycles of denaturation at 95°C for 30 sec,
annealing at 46°C for 15 sec, and extension at 72°C for 30 sec. At the end of the PCR
assay, 10 µL of an enzymatic cocktail containing 1 µL of SAP Buffer (10X), 1 µL of
shrimp alkaline phosphatase (1 U/µL), 0.1 µL of exonuclease I (10 U/µL), and 7.9 µL of
deionized water was added to the PCR product. The mixture was then incubated at 37°C
for 90 min and the enzymes were heat inactivated at 95°C for 15 min. After purification
of the PCR products, single base extension was carried out in a reaction volume of 10 µL
containing 1 µL of thermosequenase buffer (10X), 1 µL of the internal primer (10 µM),
0.05 µL of dye-labeled ddNTP mix (25 µM), 0.1 µL of thermosequenase (4 U/µL), and
7.85 µL of deionized water. Single base extension was performed using an initial
denaturation at 94°C for 1 min, followed by 40 cycles of denaturation at 94°C for 10 sec
and annealing at 52°C for 30 sec. The fluorescence polarization measurement and
genotype assignments were performed as described previously. (62)
Statistical Analyses
All statistical analyses were performed using SAS version 9.1. Plasma
nitrotyrosine levels were skewed and had to be log transformed for subsequent analysis.
Chi square frequency tests were used to compare differences in categorical variables
between genotype groups. Pearson correlation coefficients were used to examine
relationships between outcome variables. Paired t-tests were used to determine the
changes in outcome variables with exercise training. Analysis of covariance was used to
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compare differences between genotype groups at baseline and in response to training.
Age, gender, race, HRT status, and intra-abdominal fat were used as covariates based on
previous data supporting their influence on endothelial function, oxidative stress, and
plasma lipid levels. Given that very limited data is available on the relationship between
soluble LOX-1 and cardiovascular risk factors, correlations with age and body
composition were examined. To assess the use of gender, HRT, and race as potential
covariates for soluble LOX-1, interactions between the LOX-1 polymorphisms and these
variables were tested for significance. Based on these analyses, differences in soluble
LOX-1 levels between genotype groups were adjusted for BMI. Changes in the outcome
variables with training were also adjusted for the baseline value. Linear regression was
used to determine the proportion of variation in soluble LOX-1 levels that is accounted
for by the LOX-1 polymorphisms. A 2x2 factorial analysis was used to test for gene-diet





The total study population consisted of 233 subjects, including 104 men and 129
women. The mean age was 58 yrs (range 50 – 75 yrs) and the mean BMI was 28.4±0.3
kg/m2 (range 19.5 – 36.9 kg/m2). Sixty-six percent of the subjects were Caucasian, 25%
were African-American, and the remaining 9% were Asian/Pacific Islander, American
Indian, Hispanic, or Other. Fifty-eight percent of the women were on HRT. Genotype
data and data for the outcome variables before and/or after exercise training were not
available for all 233 subjects. Thus, genotype comparisons included only those
individuals with available data for a given outcome variable. Among the 226 subjects
with available genotype data for the LOX-1 3’UTR polymorphism, the frequencies of the
CC, CT, and TT genotype groups were 31%, 46%, and 23%, respectively, resulting in a
T-allele frequency of 46%. Among the 227 subjects with available genotype data for the
LOX-1 G501C polymorphism, the frequencies of the GG, GC and CC genotype groups
were 83%, 16%, and 1%, respectively, resulting in a C-allele frequency of 9%. Given the
low frequency of the 501C allele, the GC and CC groups were combined for all of the
analyses. Endothelial function, oxidative stress, plasma lipid levels, and soluble LOX-1
levels in the overall group at baseline are presented in Table 1. There were no significant
correlations among endothelial function, oxidative stress, and plasma lipid levels at
baseline. Soluble LOX-1 levels were inversely associated with TAC (Figure 1), but not
any other outcome variables.
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Baseline Genotype Differences
Age, weight, body composition, and VO2 max were similar between genotype
groups for both LOX-1 polymorphisms. There were no significant baseline differences
among 3’UTR/CC, CT, and TT genotype groups or between 501GG and GC+CC
genotype groups for any of the endothelial function variables, oxidative stress markers, or
plasma lipid levels (Tables 2 and 3). The 3’UTR/CC group had significantly higher
soluble LOX-1 levels than both the CT and TT groups (p=0.038) (Figure 2). Similarly,
the 501GC+CC group had significantly higher soluble LOX-1 levels than the GG group
(p=0.011) (Figure 3). In univariate analysis, both the 3’UTR and G501C polymorphisms
were significant predictors of soluble LOX-1, explaining 9.18% and 4.33%, respectively,
of the variation in soluble LOX-1 levels (Table 4). BMI was also a significant predictor
of soluble LOX-1 levels in univariate analysis (p=0.018). Only the G501C polymorphism
remained a significant predictor of soluble LOX-1 after accounting for age, gender, race,
and BMI. In multivariate analysis, the LOX-1 G501C polymorphism explained 5.13% of
the variation in soluble LOX-1 levels (Table 4).
Gene-Diet Interactions
The dietary fat intake of the overall group is shown in Table 5. Based on the
median P:S ratio = 0.55, subjects were categorized into two diet groups: high P:S ratio
and low P:S ratio. Subjects in the high P:S ratio group had a significantly lower dietary
intake of total fat and SFA, and a higher PUFA intake compared to subjects in the low
P:S ratio group (Table 6). There was no difference in genotype frequencies between the
two diet groups. Total fat, SFA, and P:S ratio were similar in the 3’UTR CC, CT, and TT
genotype groups, although the CC group had a slightly higher PUFA intake than the TT
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group (0.050±0.002 vs. 0.041±0.003, respectively, p=0.038). There were no differences
in dietary fat intake between 501GG and GC+CC genotype groups.
There were no significant interactions between the LOX-1 3’UTR polymorphism
and diet for any of the endothelial function variables, plasma nitrotyrosine levels, TAC,
plasma lipid levels, or soluble LOX-1 levels after adjusting for confounding factors.
There were also no significant main effects for diet or genotype. There was a significant
interaction between the LOX-1 3’UTR polymorphism and diet for plasma ox-LDL levels
(p=0.011 for interaction) (Figure 4). At a high P:S ratio, the 3’UTR/CC group had higher
ox-LDL levels than the TT group (p=0.025), but at a low P:S ratio, the CC group had
lower ox-LDL levels compared to the TT group (p=0.044). In addition, 3’UTR/CC
genotype individuals with a high dietary P:S ratio had significantly higher plasma ox-
LDL levels than those with a low P:S ratio (p=0.029). In contrast, 3’UTR/TT genotype
individuals with a high dietary P:S ratio had significantly lower ox-LDL levels than those
with a low dietary P:S ratio (p=0.036). There were no significant interactions between the
LOX-1 G501C polymorphism and dietary P:S ratio for plasma NOx levels, oxidative
stress markers, lipid levels, or soluble LOX-1. Interactions for resting FBF and reactive
hyperemia could not be tested due to insufficient sample sizes. None of the main effects
were significant for either diet or genotype.
Training Changes in the Overall Group
Six months of exercise training increased VO2 max by 14%, indicating a
significant training effect (baseline: 25.3±0.3 mL/kg/min vs. final: 29.2±0.5 mL/kg/min,
p<0.0001). As expected, the subjects remained within ±5% of their baseline weight, with
the average change in weight being -1.1±0.1 kg (-1.3±0.2%, range -5.0% to +4.7%).
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Total body fat decreased from 36.5±0.6% to 34.1±0.8% with training (p=0.019), and
intra-abdominal fat decreased from 129.4±3.7 cm2 to 118.4±4.3 cm2 (p<0.0001). There
were no significant changes in resting FBF, reactive hyperemia, or plasma NOx levels
with training (Table 7). Plasma nitrotyrosine levels increased by 12% (p=0.025), while
ox-LDL levels decreased by 11% (p=0.032). There was a significant decrease in plasma
TG levels and significant increases in HDL-C, HDL2-C, and HDL3-C. There were no
significant changes in TAC, total cholesterol, LDL-C, or soluble LOX-1 levels with
training. Changes in ox-LDL levels with training were negatively correlated with changes
in reactive hyperemia (Figure 5). There were no other significant correlations between
changes in outcome variables with exercise training.
Genotype Differences in the Training-induced Responses
There were no significant differences in the changes in endothelial function or
oxidative stress among 3’UTR/CC, CT, and TT genotype groups (Table 8). Changes in
plasma TG levels with training were significantly different between genotype groups
(p=0.036), with the 3’UTR/CT group having significantly greater reductions compared to
the TT group (p=0.010). Changes in soluble LOX-1 levels were not different between the
3’UTR genotype groups (p=0.33) (Figure 6). There were no significant differences in the
changes in endothelial function, oxidative stress, or plasma lipid levels between the
G501C genotype groups (Table 9). The GG and GC+CC groups tended to have different
responses in TAC with training, although this only approached significance (p=0.068).
Changes in soluble LOX-1 levels were significantly different between the 501GG and
GC+CC genotype groups (p=0.012). (Figure 7)
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Table 1. Endothelial function, oxidative stress, plasma lipid levels, and soluble LOX-1
levels in the overall group at baseline
Characteristic N Baseline Range
Total Cholesterol (mg/dL) 196 200±2 119 – 279
Triglycerides (mg/dL) 196 135±5 42 – 384
HDL-C (mg/dL) 196 48±1 20 – 112
HDL2-C (mg/dL) 195 6.6±0.6 0 – 46.1
HDL3-C (mg/dL) 195 41.4±0.7 20.0 – 74.0
LDL-C (mg/dL) 196 124±2 52 – 201
Resting FBF (mL/100mL/min) 54 2.11±0.12 0.84 – 5.61
Reactive hyperemia (%) 54 117.3±12.0 -5.3 – 387.7
NOx (µmol/L) 106 18.68±0.51 9.24 – 33.86
Log Nitrotyrosine (nmol/L) 72 1.01±0.09 0 – 2.86
Ox-LDL (U/L) 82 96.3±6.3 14.7 – 262.4
TAC (mmol/L) 100 2.80±0.10 0.36 – 5.80
Soluble LOX-1 (pg/mL) 99 42.79±2.45 4.28 – 125.05
Table values are expressed as means ± SE.
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Figure 1. Correlation between soluble LOX-1 levels and total antioxidant capacity in the
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Table 2. Baseline differences in endothelial function, oxidative stress, and plasma lipid
levels by the LOX-1 3’UTR polymorphism
Genotype
CC CT TT P-value




















































































Table values are expressed as adjusted means ± SE. Numbers in parentheses represent
sample sizes.
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Table 3. Baseline differences in endothelial function, oxidative stress, and plasma lipid
levels by the LOX-1 G501C polymorphism
Genotype
Characteristic GG GC+CC P-value




























































Table values are expressed as adjusted means ± SE. Numbers in parentheses represent
sample sizes.
23




















































Table 4. Linear regression models with soluble LOX-1 as the dependent variable and
LOX-1 polymorphisms, age, gender, race, and BMI as independent variables. #Indicates
the probability that the given independent variable is a predictor of soluble LOX-1 levels.
Univariate Multivariate
β P-value# β P-value#
3’UTR C/T -10.41 0.0017 -5.60 0.096
G501C 13.69 0.025 13.17 0.024
Age 0.28 0.54 0.62 0.15
Gender 6.91 0.16 2.81 0.56
Race 2.15 0.31 0.62 0.75
BMI 1.54 0.018 1.02 0.11
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Table 5. Dietary fat intake in overall group (n=162)
Mean ± SE Median
Total Fat (%) 27.2±0.4 27.1
PUFA (%) 4.6±0.1 4.6
SFA (%) 8.2±0.2 8.4
P:S Ratio 0.60±0.02 0.55
27
Table 6. Dietary fat intake by diet group
Diet Group
High (n=81) Low (n=81) P-value
Total Fat (%) 26.3±0.7 28.2±0.6 0.032
PUFA (%) 5.4±0.2 3.9±0.1 <0.0001
SFA (%) 7.1±0.3 9.2±0.3 <0.0001
P:S Ratio 0.76±0.02 0.43±0.02 <0.0001
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Figure 4. Plasma ox-LDL levels by the LOX-1 3’UTR polymorphism and dietary fat
intake. Numbers in parentheses represent sample sizes at a high and low P:S ratio,
respectively. #Statistically significant difference compared to CC genotype group at a
high P:S ratio, p<0.03. †Statistically significant difference compared to TT genotype
























Table 7. Changes in endothelial function, oxidative stress, plasma lipid levels, and
soluble LOX-1 levels with exercise training in the overall group
N Change P-value
Resting FBF (mL/100mL/min) 33 0.045±0.16 0.79
Reactive hyperemia (%) 33 2.5±19.2 0.90
NOx (µmol/L) 99 -0.15±0.61 0.81
Log Nitrotyrosine (nmol/L) 43 0.12±0.05 0.025
Ox-LDL (U/L) 55 -11.2±5.1 0.032
TAC (mmol/L) 57 0.070±0.079 0.38
Total Cholesterol (mg/dL) 146 -3±2 0.09
Triglycerides (mg/dL) 145 -15±3 <0.0001
HDL-C (mg/dL) 145 3±0 <0.0001
HDL2-C (mg/dL) 144 1.7±0.5 0.0004
HDL3-C (mg/dL) 144 1.6±0.5 0.002
LDL-C (mg/dL) 145 -2±1 0.17
Soluble LOX-1 (pg/mL) 54 -0.025±2.67 0.99
Table values are expressed as means ± SE.
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Figure 5. Correlation between changes in plasma ox-LDL levels and changes in reactive
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Table 8. Changes in endothelial function, oxidative stress, and plasma lipid levels with
exercise training by the LOX-1 3’UTR polymorphism
Genotype
CC CT TT P-value




















































































Table values are expressed as adjusted means ± SE. Numbers in parentheses represent
sample sizes.*Indicates significant change with training within genotype group, p≤0.05
based on paired t-test
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Table 9. Changes in endothelial function, oxidative stress, and plasma lipid levels with
exercise training by the LOX-1 G501C polymorphism
Genotype
GG GC+CC P-value




























































Table values are expressed as adjusted means ± SE. #Table values are unadjusted due to
small sample sizes. Numbers in parentheses represent sample sizes. *Indicates significant
change with training within genotype group, p≤0.05 based on paired t-test.
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Effects of LOX-1 Gene Polymorphisms
LOX-1 plays a major role in the development of atherosclerosis via the binding
and uptake of ox-LDL in endothelial cells, macrophages, and smooth muscle cells. (6)
Previous studies have shown that variation in the LOX-1 gene, including the 3’UTR C/T
and G501C polymorphisms, is associated with acute myocardial infarction and CAD
severity. (31-33,35,37) In the present study, we hypothesized that these polymorphisms
would be associated with cardiovascular risk factors in a middle-to-older-aged
population. A previous study in hypercholesterolemic subjects showed that plasma ox-
LDL levels were significantly higher in carriers of the 3’UTR/T allele compared to the C
allele. (63) However, using a similar commercial assay, we were not able to confirm
these findings. We also found no associations between LOX-1 polymorphisms and other
markers of oxidative stress or endothelial function. Ox-LDL-induced LOX-1 activation
has been shown to reduce eNOS expression and NO production, and may be involved in
impaired endothelium-dependent vasodilation in hypertensives. (9-11) LOX-1 activation
also contributes to the formation of ROS, induces lipid peroxidation, and alters the
activity of antioxidant enzymes. (8,64) However, it is not known if variation in the LOX-
1 gene influences these LOX-1 mediated effects. In addition, while LOX-1 causes
endothelial injury/dysfunction and oxidative stress in vitro, it is possible that these
intracellular events are not reflected by circulating markers in plasma.
In this study, LOX-1 polymorphisms were also not associated with the plasma
lipoprotein-lipid profile. Puccetti et al. found similar results with the 3’UTR
polymorphism. (63) Although ox-LDL via LOX-1 downregulates LDL receptor
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expression in endothelial cells, this may not have significant effects on plasma
cholesterol levels. (13) The uptake of LDL and other apolipoprotein B/E-containing
lipoproteins by vascular endothelial cells is not important for cholesterol removal, but
rather serves as a means to supply these cells with lipids necessary for normal cell
function. Thus, a decrease in LDL receptor expression in endothelial cells may simply be
a compensatory response to prevent further uptake and intracellular accumulation of
cholesterol. On the other hand, the hepatic LDL receptor removes up to 70% of
circulating LDL, and thus is the major clearance pathway for plasma cholesterol. Small
amounts of LOX-1 have been found in liver macrophages and endothelial cells, and ox-
LDL uptake may alter LDL receptor expression in these cells. (65) However, it is
unlikely that this would significantly increase hepatic LDL uptake.
We found that both the 3’UTR/T allele and the 501GG genotype were associated
with lower soluble LOX-1 levels at baseline. Soluble LOX-1 is produced by the cleavage
of membrane-bound LOX-1 via serine proteases. (27) Hayashida et al. found that soluble
LOX-1 levels are significantly elevated in patients with acute coronary syndromes and
may reflect plaque instability. (28) They suggested that in vulnerable plaques, enhanced
protease activities may cleave LOX-1 from the cell surface, thereby increasing the
circulating levels of soluble LOX-1. However, the role of soluble LOX-1 in disease-free
populations has not been studied. Mango et al. recently demonstrated that intronic
polymorphisms in LOX-1, which are in complete linkage disequilibrium with the 3’UTR
polymorphism, regulate the expression of a functional splicing isoform of LOX-1 known
as LOXIN. (34) They demonstrated that LOXIN accumulates intracellularly in the
perinuclear region and displays no surface expression in 90% of transfected cells and
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lower expression in 10% of the cells. Macrophages from subjects homozygous for the
“risk” haplotype (i.e. TT genotype) had a significantly higher ratio of LOX-1 to LOXIN
than subjects homozygous for the “non-risk” haplotype (i.e. CC genotype). Moreover,
LOXIN was able to “rescue” macrophages from ox-LDL-induced apoptosis when co-
expressed with LOX-1, reducing the number of apoptotic cells by 72% when expressed at
a ratio of 4:1 (LOX-1 to LOXIN) and completely preventing apoptosis when expressed at
a ratio of 1:1. Based on these findings, they suggested that LOXIN exerts its protective
effect by downregulating the membrane expression of LOX-1 receptors or by forming
inactive heterodimers with LOX-1 at the cell surface, significantly reducing the binding
and uptake of ox-LDL by vascular endothelial cells. (34) An increased expression of
membrane-bound LOX-1 in TT homozygotes would be expected to lead to higher soluble
LOX-1 levels in these individuals. Surprisingly, we found that soluble LOX-1 levels were
lower in the 3’UTR/CT and TT groups compared to the CC group. However, it is not
clear if soluble LOX-1 is a marker or a mediator of cardiovascular disease, and thus the
significance of elevated soluble LOX-1 levels in disease-free populations remains to be
elucidated.
Trabetti et al. reported the following haplotype estimates for the 3’UTR and
G501C polymorphisms: 53% G-T, 39% G-C, 7.5% C-C, and 0.5% C-T. (37) Although
we were not able to perform a haplotype study due to small sample sizes, our results are
consistent with these estimates in that the 3’UTR/CT and TT groups and the 501GG
group had similar soluble LOX-1 levels at baseline compared to the 3’UTR/CC and
501GC+CC groups. In other words, it appears that the 3’UTR/T allele and the 501G
allele are inherited together in most cases, as these two polymorphisms are highly linked
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(D’=0.87). (37) There is strong evidence that the 3’UTR polymorphism alters the binding
of a nuclear protein and is associated with the generation of a splicing isoform. (32,34) In
contrast, the effect of the G501C polymorphism on the binding and uptake of ox-LDL
has not been proven directly. (35,36) Consistent with this, haplotype analyses using these
two polymorphisms revealed that addition of the G501C polymorphism does not improve
cardiovascular risk prediction compared to the 3’UTR polymorphism alone. (31) These
findings suggest that the 3’UTR polymorphism is driving the association with
cardiovascular disease. (37) However, we found that the G501C polymorphism was a
significant independent predictor of soluble LOX-1 levels after accounting for the 3’UTR
polymorphism, but not vice versa. Our results showed that the G501C polymorphism
explains ~5% of the variation in soluble LOX-1 levels. These disparate findings are most
likely due to the different phenotypes observed. In addition, there may be other
unidentified polymorphisms in LOX-1 that may regulate LOX-1 expression and/or
soluble LOX-1 levels.
Effects of Dietary Fat Intake
According to the NCEP Adult Treatment Panel III and the 2000 AHA dietary
guidelines, a PUFA intake of up to 10% of total calories and a SFA intake of <7% or
<10% of total calories (depending on the risk category) is recommended to lower
cardiovascular risk. (66,67) This corresponds to a P:S ratio >1. In this study, there was no
significant effect of diet (P:S ratio) on any of the outcome variables measured. This may
be due to the fact that both dietary groups had average P:S ratios well below 1 (0.43 and
0.76). In addition, PUFAs can be categorized into n-3 and n-6 PUFAs, and these fatty
acids have very different cardiovascular health effects. (41) It has been suggested that the
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balance between dietary n-6 and n-3 fatty acids is an important factor influencing
cardiovascular risk. (68) Thus, by not examining these two fatty acid categories
separately, we may not have been able to fully realize the effects of dietary PUFA intake.
It is also possible that changes may have occurred in the main outcome variables as a
result of dietary stabilization. Dietary records were not taken at the beginning of the 6-
week dietary stabilization phase. However, if dietary fat intake was compared before and
after the dietary intervention, it is possible that improvements would be seen in
endothelial function, oxidative stress, plasma lipoprotein-lipid levels, and soluble LOX-1
levels.
Monounsaturated fat is another major component of dietary fat intake that has
significant cardiovascular effects, and the NCEP recommends a monounsaturated fat
intake of up to 20% of total calories. (66) Ecological studies show an inverse association
between monounsaturated fat intake and the risk of CAD, although the association is
weaker than that for PUFAs. (41) The protective effect of monounsaturated fat is largely
due to the ability of these fatty acids to enhance endothelium-dependent vasodilation and
maintain endothelial integrity. (69,70) Monounsaturated fat is also resistant to oxidative
modification, inhibits inflammatory gene expression in endothelial cells, and decreases
plasma levels of total cholesterol, LDL-C, and TG. (40,41,71) Thus, examining the
amount of monounsaturated fat in the diet may have provided more information about the
effects of dietary fat intake. Furthermore, given the importance of specific fatty acids,
such as palmitic acid (16:0), stearic acid (18:0), oleic acid (18:1), linoleic acid (18:2n-6),
linolenic acid (18:3n-3), eicosapentaenoic acid (20:5n-3), and docosahexaenoic acid
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(22:6n-3), it would have been interesting to analyze the intake of individual fatty acids
and assess how they influence the outcome variables. (41)
Effects of Aerobic Exercise Training
Exercise training has been shown to improve endothelial function, especially in
individuals with a priori endothelial dysfunction. (43) Studies using venous occlusion
plethysmography have shown increases in endothelium-dependent vasodilation with
exercise training in response to both pharmacological agents and increased blood flow.
Plasma NOx levels have also been shown to increase after training. (17,72,73) These
changes are largely due to shear stress-induced increases in eNOS expression,
phosphorylation status, and enzyme activity. (74,75) However, there is strong evidence to
suggest that improvements in endothelial function may not only depend on the initial
level of endothelial function, but also the duration of the training program. (43) Training
duration in studies reporting improvements in endothelium-dependent vasodilation or
plasma NOx levels generally range from 1 to 12 weeks. To our knowledge, only one
study has examined endothelial function after six months of exercise training. Hambrecht
et al. found that in chronic heart failure patients, exercise training significantly increased
basal NO production and acetylcholine-induced blood flow in the femoral artery. (76) In
the present study, six months of exercise training had no significant affect on endothelial
function at rest or during reactive hyperemia. Differences in the study population, the
vascular bed examined, and the measurement of endothelial function may account for the
dissimilar results. However, a lack of significant improvement in endothelial function
with prolonged exercise training is consistent with the findings that long term training
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normalizes shear stress via increases in arterial diameter, and this returns eNOS
expression, NO bioactivity, and NO vasodilator function to baseline levels. (43,77)
Oxidative stress generally appears to be reduced after aerobic exercise training.
(44) This may be due to a decrease in ROS production and the oxidation of lipids and
proteins, or an increase in antioxidant defenses. We found a significant reduction in
plasma ox-LDL levels with exercise training (11%). Using a similar assay to the one used
in this study, Elosua et al. reported a 16% reduction in ox-LDL levels after 16 weeks of
aerobic exercise training in young healthy men and women. (78) We also found a small,
but significant increase in plasma nitrotyrosine levels. Goto et al. reported that 12 weeks
of high-intensity exercise training (75% VO2 max) increases oxidative stress in young
healthy men. (79) It is possible that the exercise intensity used in our study (70% VO2
max) leads to small increases in nitrotyrosine. However, previous studies have shown that
plasma nitrotyrosine levels in older men (walking/jogging at 50-80% heart rate max for
12-42 min/day, 3 days/week, for 16 weeks) and the nitrotyrosine content in porcine aortic
endothelial cells (isolated from pigs who ran 4-6 mph for 60 min/day, 5 days/week, for
16-19 weeks) are unchanged by exercise training. (80,81) While the effect of training on
lipid peroxidation has been widely studied, its effects on protein modification,
nitrotyrosine in particular, is still largely unknown. This may be partly due to the
difficulty in measuring nitrotyrosine in plasma and the need for sensitive and specific
detection methods that are time-consuming and require expensive equipment and
expertise. (82,83)
Fatouros et al. found that 16 weeks of aerobic exercise training at 50-80% VO2
max increased TAC by 6% in older men. (80) Similarly, in the present study, TAC
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increased by 8%, although it did not reach statistical significance. TAC is a complex trait
that is affected by the relative contributions of each oxidant and antioxidant species in
plasma. (84) While it provides a cumulative measure of the ability of plasma antioxidants
to scavenge free radicals, it gives no information about the individual antioxidants
involved. Moreover, it has been estimated that ~25-35% of the plasma TAC is provided
by uncharacterized antioxidants. Studies show that the activities of antioxidant enzymes
such as superoxide dismutase, catalase, glutathione peroxidase, and glutathione reductase
may be increased with exercise training. (73,75,78,85,86) The plasma levels of other
antioxidants, such as vitamins C and E, glutathione, and uric acid, may also be altered by
training. Taken together, our findings suggest that six months of exercise training may
have resulted in increased antioxidant scavenging, less free radical formation, and
reduced lipid peroxidation. ROS-mediated signaling appears to be an important
mechanism behind these training-induced reductions in oxidative stress. (86) Repeated
bouts of exercise are thought to stimulate antioxidant gene expression through the
increased production of ROS. (86,87) In addition, exercise-induced shear stress may
upregulate antioxidant gene expression and downregulate enzymes involved in ROS
production. (26,88)
Interestingly, we found that changes in ox-LDL with training were inversely
correlated with changes in reactive hyperemia. A previous study showed that ox-LDL
specifically inhibits NO-mediated vasomotor function, as vasodilation was almost
completely restored by incubation of ox-LDL-treated vessels with the NO precursor L-
arginine. (89) Ox-LDL also increases superoxide production and reduces intracellular L-
arginine concentrations. (89-91) A reduction in the availability of L-arginine may cause
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eNOS uncoupling, and this could further decrease NO bioactivity through direct
inactivation of NO by superoxide and peroxynitrite formation. These findings suggest
that reductions in ox-LDL with training may contribute to improvements in endothelial
function.
As expected, the plasma lipoprotein-lipid profile significantly improved with
exercise training. Consistent with previous studies, we found significant increases in
plasma HDL-C, HDL2-C, and HDL3-C levels, and significant reductions in TG levels.
(42) These changes are largely due to enhanced lipoprotein metabolism, which is
mediated by the activities of various lipolytic enzymes and lipid transport proteins. (42)
We found no changes in soluble LOX-1 levels with training. Given that the role of
soluble LOX-1 is still unclear, the importance of changes in soluble LOX-1 with training,
or the lack thereof, remains to be elucidated.
Gene-Diet Interactions
Fatty acids are important regulators of gene expression, particularly genes related
to endothelial activation, inflammation, oxidative stress, and lipid metabolism. (68,92-94)
Recently, Maingrette et al. showed that linoleic acid, the major n-6 PUFA in the
American diet, upregulates LOX-1 mRNA and protein expression via increased
superoxide production. (47) In addition, incubation of endothelial cells with linoleic acid
resulted in a significant increase in the binding of nuclear proteins to the regulatory NF-
κB sequence in the LOX-1 gene promoter. Activation of the transcription factor NF-κB is
critical for the expression of inflammatory genes, and multiple NF-κB binding sites have
been identified in the LOX-1 promoter. (65) Based on these findings, we hypothesized
that variation in the LOX-1 gene would influence the response to dietary fat intake. We
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found a significant gene-diet interaction with the 3’UTR polymorphism, but only for
plasma ox-LDL levels. The 3’UTR/CC group had higher ox-LDL levels at a high P:S
ratio, but lower ox-LDL levels at a low P:S ratio when compared with the TT group.
These results suggest that CC homozygotes may be more susceptible to diet-induced
increases in lipid peroxidation in the presence of higher PUFA intakes, while TT
homozygotes may be more adversely affected by increased SFA intake. On the other
hand, CT heterozygotes appear to be unaffected by changes in dietary fat intake. This
interaction between the LOX-1 3’UTR C/T polymorphism and dietary fat intake suggests
that the induction of LOX-1 expression by linoleic acid, and the subsequent uptake of ox-
LDL, may differ in individuals with the CC and TT genotypes. However the mechanisms
involved remain to be elucidated.
Gene-Exercise Interactions
Shear stress is a major component of exercise, as increased blood flow results in
increased frictional force along the vessel wall. (88) Shear stress modulates a variety of
endothelial functions, and these appear to be mediated by intracellular signal transduction
cascades and subsequent activation of transcription factors. (88,95) Thus, chronic
exercise training may have a significant impact on gene expression, and ultimately,
reduce risk for cardiovascular disease. Murase et al. reported that physiological levels of
shear stress upregulate LOX-1 mRNA and protein expression in cultured endothelial
cells. (48) They also found that the increase in LOX-1 expression was transient and early
signal transduction events were most important in gene expression. However, the effect
of chronic, repeated bouts of exercise-induced shear stress on LOX-1 expression is not
known. We hypothesized that variation in the LOX-1 gene would influence the response
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to exercise training. We found that the 3’UTR polymorphism was associated with
changes in plasma TG levels with training. As mentioned above, TG levels are generally
decreased with training, but how the LOX-1 3’UTR influences changes in plasma TG
levels with training is unclear. We also found that the G501C polymorphism was
associated with changes in soluble LOX-1 levels with exercise training. Circulating levels
of serine proteases have been shown to increase after training. (96) This suggests that the
cleavage of membrane-bound LOX-1 may be increased during exercise training due to
increased activities of serine proteases. Although neither group had significant changes in
soluble LOX-1 with training in this study, the levels of circulating LOX-1 increased by
15% in the 501GC+CC group, but decreased by 4% in the GG group. While the
mechanism behind this gene-exercise effect is not clear, it is possible that the induction of
LOX-1 expression by exercise, and hence shear stress, differs between carriers and non-
carriers of the 501C allele.
Limitations
There were a few limitations in this study. First, sample sizes were small and we
did not have adequate statistical power to detect differences in the outcome variables,
especially for the FBF data (power for all comparisons was ≤37%). In addition, power
was particularly low for the G501C polymorphism given the C-allele frequency of only
9%. Second, reactive hyperemia was calculated as the percent change in FBF from
resting to 1 min post-ischemia based on studies reporting that peak blood flow occurs ~1
min after release of the occluding cuff. (53,54) However, other studies demonstrate that
peak blood flow may occur anywhere between 5-45 seconds following ischemia. (97-99)
Thus, using the FBF at 1 minute may not represent the true hyperemic response. Third,
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nitrotyrosine was difficult to measure with the commercially available sandwich ELISA.
Other methods, such as gas chromatography/mass spectrometry or high-performance
liquid chromatography, have also been used to detect nitrotyrosine in vivo. (82,83)
Although these methods can offer greater specificity and sensitivity, they require
expensive equipment and expertise and can be quite tedious and time-consuming.
Conclusions
LOX-1 is a critical player in the development of atherosclerosis, and this is the
first study to investigate the effects of the LOX-1 3’UTR C/T and G501C polymorphisms
on endothelial function, oxidative stress, plasma lipid levels, and soluble LOX-1. These
polymorphisms appear to be important in the regulation of soluble LOX-1 levels in
plasma and may also influence the responses of cardiovascular risk factors to dietary fat
intake and aerobic exercise. However, future studies need to resolve the association of the
G501C polymorphism with cardiovascular disease, verify the function of the G501C
polymorphism, and determine the significance of soluble LOX-1 in (patho)physiology.
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REVIEW OF LITERATURE
Atherosclerosis, a chronic inflammatory disease characterized by lipid
accumulation and intimal thickening in the arteries, is the major cause of morbidity and
mortality in the developed world. (1,100) This disease involves complex interactions
between inflammatory cells (i.e. monocytes/macrophages) and vascular cells (i.e.
endothelial cells and smooth muscle cells), which ultimately lead to the formation of the
atherosclerotic plaque. (100,101) Over the past century, three major hypotheses have
emerged in the effort to explain atherogenesis, including the response-to-injury, the
response-to-retention, and the oxidative-modification hypotheses. (1) To some degree, all
three hypotheses involve the accumulation of aggregated and/or oxidized low-density
lipoproteins (ox-LDL), injury, activation, and dysfunction of the vascular endothelium,
and induction of inflammatory processes. Recently, Stocker and Keaney proposed the
oxidative-response-to-inflammation hypothesis. (1) According to this hypothesis,
cardiovascular risk factors induce an inflammatory response in the vascular wall,
subsequent to lipoprotein retention and vascular injury. This hypothesis also recognizes
that reactive oxygen species (ROS) are important by-products of the inflammatory
process and can promote oxidative stress and damage healthy tissue. Taken together, it
appears that lipoproteins (particularly LDL), vascular dysfunction, inflammation, and
oxidative events all contribute to the pathogenesis of atherosclerosis.
It is well established that age, elevated levels of LDL, reduced levels of high-
density lipoproteins (HDL), hypertension, diabetes, obesity, family history of premature
coronary artery disease (CAD), cigarette smoking, male gender, high-fat diet, and
physical inactivity can all increase the risk of atherosclerosis. (1,24) However, a number
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of other novel risk factors have also been found to be associated with atherosclerosis. The
following sections will review the role of these so-called emerging risk factors
(endothelial dysfunction and oxidative stress), as well as the role of traditional risk
factors (plasma lipid levels, dietary fat intake, and aerobic exercise training) in the
development of atherosclerosis. This review will also discuss the importance of genetic
susceptibility to cardiovascular disease and the role of the lectin-like oxidized LDL
receptor (LOX-1), a promising candidate gene that is involved in endothelial dysfunction
and plaque development. In addition, there will be a brief discussion on the interactions
between genetic and environmental factors and their impact on cardiovascular disease.
Endothelial Dysfunction
The endothelium is the monolayer of thin, flat cells that lines the interior surface
of all blood vessels and forms an interface between circulating blood and the rest of the
vascular wall. In addition to acting as a selectively permeable barrier, the endothelium is
a dynamic organ that responds to physical and chemical stimuli by synthesis and/or
release of a variety of vasoactive and thromboregulatory substances, signaling molecules,
and growth factors. (14,102) As such, the endothelium plays a major role in the
regulation of vascular tone, inflammation, lipid metabolism, vessel growth and
remodeling, thrombogenesis, platelet activation, and monocyte adhesion. (26) Under
normal conditions, the endothelium has anticoagulant and fibrinolytic functions,
vasodilatory actions, anti-adhesive effects against leukocytes and platelets, and growth-
inhibitory actions on underlying smooth muscle cells. (102)
Given its unique anatomical position, the endothelium is a primary target for
mechanical and biochemical injuries that can lead to endothelial dysfunction, or the loss
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of vascular homeostasis. (103) Endothelial dysfunction is characterized by impaired
vasodilation and increased adhesion of monocytes and platelets, endothelial permeability
to lipoproteins and monocytes/macrophages, and smooth muscle cell migration and
proliferation. (14) Endothelial dysfunction is considered an early marker for
atherosclerosis, often preceding clinical evidence of atherosclerotic plaques. (15)
Consistent with this, studies show that endothelial dysfunction can be detected in
individuals with cardiovascular risk factors, but normal arteries. (15,26) In the presence
of atherosclerosis, endothelial dysfunction plays a key role in the development and
growth of atherosclerotic lesions in the early stages of the disease and contributes to
plaque progression and destabilization, thrombus generation, and pathological arterial
wall remodeling in the later stages of the disease. (103)
Nitric Oxide
One of the most important endothelium-derived substances is nitric oxide (NO), a
free radical signaling molecule that mediates many of the vasoprotective effects of the
endothelium. (15) NO is produced from the guanidino terminal nitrogen atom of the
amino acid L-arginine by the constitutively expressed enzyme endothelial NO synthase
(eNOS). (102) eNOS functions as a homodimer with each monomer consisting of a C-
terminal reductase domain and an N-terminal oxygenase domain that are linked by a
regulatory hinge region. (1) Upon calcium/calmodulin binding, eNOS transfers electrons
from NADPH, via the flavins FAD and FMN in the reductase domain, to the heme iron in
the oxygenase domain, where the substrate L-arginine is oxidized to L-citrulline and NO
via the intermediate Nω-hydroxy-L-arginine. (102,104) As the most potent endogenous
vasodilator, NO mediates endothelium-dependent vasodilation by binding to soluble
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guanylyl cyclase located in adjacent smooth muscle cells. (105) This leads to increased
cyclic GMP production, reduced intracellular calcium levels, relaxation of vascular
smooth muscle (vasodilation), and increased flow through the vessel. NO also inhibits a
number of atherogenic processes, including platelet adherence and aggregation, leukocyte
adhesion and infiltration, smooth muscle cell proliferation, and LDL oxidation. (15)
Assessment of Endothelial Function
Endothelial function is commonly assessed as the vasodilatory response to
pharmacologic or mechanical stimuli. (26) Evaluating the responses to endothelium-
dependent and endothelium–independent vasodilators provides important information
about the contribution of different components of the NO-dilator system to blood flow
control. (43) Clinically, vasoregulation has been measured invasively and non-invasively
in both the coronary and peripheral circulations using changes in vessel diameter as an
index of conduit vessel endothelial function and changes in blood flow as an index of
endothelial function in resistance vessels. (26)
One of the most common non-invasive methods used to assess resistance vessel
endothelial function in the peripheral circulation is forearm venous occlusion
plethysmography. (97) This technique measures reactive hyperemia, or the rapid increase
in blood flow following a brief period of limb ischemia. The underlying principle for this
technique is that when venous drainage from the arm is briefly interrupted, arterial inflow
is unaltered and blood can enter the forearm but cannot escape. (99) This results in a
linear increase in forearm volume over time, which is proportional to arterial blood
inflow. Changes in forearm volume lead to a corresponding change in arm circumference,
and these changes can be detected by a plethysmograph. Using this method, it has been
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shown that NO plays a significant role in regulating blood flow at rest. (98) During
reactive hyperemia, NO plays a minimal role in peak blood flow, but plays a modest, but
significant, role in the mid-to-late phase of reactive hyperemia.
There is increasing emphasis on supplementing functional assessments with blood
markers that may be indicative of vascular dysfunction. (14,77) For example, endothelial
injury may result in the release of various endothelium-derived factors that can be
detected in the circulation. (77) These markers have important functions in coagulation,
fibrinolysis, and leukocyte adhesion, processes that are altered in the presence of
endothelial dysfunction. Other circulating markers that have been used to assess
endothelial function reflect alterations in NO production. Direct measurement of NO is
extremely difficult because its biological half-life is very short and its concentration in
vivo is very low (i.e. in the nanomolar range). (106) In the presence of oxygen, NO is
rapidly oxidized to nitrite, which is then taken up by red blood cells and oxidized to
nitrate. (107) Thus, NO production can be estimated by measuring the major NO
metabolites nitrate and nitrite, which are collectively known as NOx. (14,108)
Additionally, NO production can be estimated by measuring the NO-related amino acids,
L-arginine and L-citrulline, the stable intermediate compound Nω-hydroxy-L-arginine, or
the second messenger cyclic GMP. (107,109)
Plasma NOx Levels
A number of studies have examined the effect of cardiovascular disease on NO
production, as assessed by the plasma level of the major NO metabolites. In these studies,
higher, lower, and similar plasma NOx levels have been reported in CAD patients
compared to controls. (17,110,111) Although the results have been fairly inconsistent,
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alterations in plasma NOx levels may have important clinical significance in the
pathophysiology of vascular disease. (17) However, interpretation of these results should
be made with caution as plasma NOx levels do not reflect biologically active NO. (108)
A better assessment of NO bioactivity can be made when measures of plasma NOx are
examined as part of a panel of functional and biochemical measurements. (108)
NO Bioactivity and Endothelial Dysfunction
Although no single event can fully explain the loss of vascular homeostasis,
impaired NO bioactivity has been proposed as a major mechanism of endothelial
dysfunction and contributor to atherosclerosis. (15,16) In general, endothelial NO
bioactivity can be regulated at three different levels: 1) eNOS gene expression, 2) eNOS
enzymatic activity, and 3) NO degradation or inactivation. (16) Dysfunction of any of
these mechanisms can cause endothelial dysfunction.
The expression pattern of eNOS in diseases such as hypercholesterolemia,
hypertension, and atherosclerosis appears to depend on the stage, severity, and duration
of the disease. (104) Studies show normal or even upregulated eNOS expression in the
early stages of disease, and this can occur despite the presence of endothelial dysfunction.
(16,104) However, in advanced stages, vascular eNOS expression is usually diminished
and NO production reduced, resulting in reduced NO bioactivity. (104) The enzymatic
activity of eNOS may also be altered, either constitutively (i.e. as a result of mutations in
the eNOS gene) or reversibly (i.e. by post-translational modifications). (16) For example,
several clinical genetic studies have identified common eNOS gene polymorphisms that
influence eNOS enzymatic activity and may be associated with atherosclerotic CAD. (16)
On the other hand, the post-translational regulation of eNOS activity is highly complex
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and depends on multiple factors including subcellular localization, protein interactions,
and phosphorylation state. (16)
The availability of the eNOS substrate L-arginine and the eNOS co-factor BH4 is
also important in the regulation of eNOS activity. (16) In the absence of either molecule,
eNOS may become uncoupled and generate the toxic free radical superoxide instead of
NO. Similarly, vascular disease is associated with increased production of free radicals
and other oxidants, and convincing evidence suggests that impaired NO bioactivity is
largely due to the increased occurrence of pathological oxidative events. (91) Free
radicals such as superoxide can react with NO and form highly reactive oxidants, thereby
impairing NO-mediated functions and endothelium-dependent vasodilation. Additionally,
the oxidation of LDL can impair NO bioactivity by altering eNOS expression, enzyme
activity, or signal transduction.
Summary
Endothelial dysfunction plays a significant role in the pathogenesis of
atherosclerosis, largely due to a reduction in NO bioactivity. In pathological conditions,
an upregulation of eNOS often represents a futile compensatory mechanism that goes
along with reduced amounts of bioactive NO due to dysfunctional enzymatic activity,
rapid inactivation of NO by superoxide, and/or uncoupling of eNOS. In many cases, this
results in impaired endothelium-dependent vasodilation and/or reduced plasma NOx
levels.
Oxidative Stress
Mammalian cells produce energy by reducing molecular oxygen to water during
aerobic respiration. (112) During this process, metabolic intermediates known as reactive
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oxygen species (ROS) are generated, including superoxide, hydrogen peroxide, and
hydroxyl radical. However, ROS are not simply by-products of normal oxidative
metabolism, but rather are important mediators of vascular cell function in both normal
and pathological conditions. (1,113) In this respect, studies have shown that ROS play a
role in signal transduction, cellular adhesion, vascular cell proliferation and growth,
cellular necrosis and apoptosis, and platelet aggregation.
Owing to the presence of unpaired electrons, ROS are highly reactive and have a
strong tendency to extract electrons to reach a more stable structure. (114) As such, ROS
are capable of eliciting oxidative damage to various cellular components, including
proteins, lipids, and DNA. (112) The susceptibility of vascular cells to oxidative damage
is a function of the overall balance between the concentration of ROS and other oxidants
and the antioxidant defense capability. (75) Under normal conditions, antioxidant
defenses are able to modulate a low steady state balance of ROS. (112) However,
excessive ROS production overwhelms the endogenous antioxidant defenses and causes
oxidative stress, or an imbalance in oxidants and antioxidants in favor of the former.
(1,112) There is growing evidence that oxidative stress contributes to mechanisms of
vascular dysfunction. (112) These observations are consistent with the findings that
oxidative stress is involved in the pathogenesis of many cardiovascular diseases,
including hypercholesterolemia, atherosclerosis, hypertension, diabetes, and heart failure.
(18)
Sources of ROS
Under normal physiological conditions, the majority of ROS are produced in the
mitochondrial electron transport chain. (114) However, in disease states, other sources
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may contribute to the formation of ROS and other oxidants in the vascular wall, including
NADPH oxidase, xanthine oxidase, eNOS, myeloperoxidase, and lipoxygenase. (1)
NADPH oxidase is a membrane-associated multicomponent enzyme complex that
utilizes electrons derived from NADPH to reduce molecular oxygen to superoxide.
Xanthine oxidase catalyzes the oxidation of xanthine to uric acid with concomitant
reduction of molecular oxygen to superoxide and hydrogen peroxide. (113) As mentioned
earlier, uncoupled eNOS generates superoxide instead of NO, and thus may be a major
contributor to oxidative stress. (1) Myeloperoxidase is a heme-containing enzyme that
uses hydrogen peroxide and chloride ions to catalyze the formation of the non-radical
oxidant hypochlorous acid and a number of other reactive species. Lipoxygenases are
enzymes that catalyze the stereospecific oxidization of polyunsaturated fatty acids. These
enzymes all contribute to oxidative stress by generating powerful oxidants that are
capable of oxidizing lipids, modifying proteins, facilitating foam cell formation, and
impairing NO bioactivity. (1,91)
Peroxynitrite
A number of oxidants may be formed from the reaction of NO with ROS. (1) For
example, because superoxide and NO both contain unpaired electrons in their outer
orbitals, they undergo an extremely rapid, diffusion-limited radical/radical reaction,
leading to formation of peroxynitrite, a strong oxidant with potent biological effects. (85)
Thus, controlling the amount of superoxide is critically important for preserving NO
bioactivity in the vessel wall. Under physiological conditions, endogenous antioxidant
defenses minimize the interaction between superoxide and NO. (18) However, under
pathological conditions, such as hypercholesterolemia, hypertension, or atherosclerosis,
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superoxide generation is increased through multiple pathways, and NO generation may
also be markedly increased. (19) eNOS can also become partially uncoupled, such that
both superoxide and NO are produced simultaneously, and in these settings, peroxynitrite
formation is very likely to be enhanced. (18,19) Peroxynitrite is capable of inducing
cellular injury via lipid peroxidation, DNA fragmentation, apoptosis, antioxidant
depletion, and protein nitration. (115) Additionally, peroxynitrite can convert active
eNOS dimers into inactive eNOS monomers, reduce L-arginine substrate availability, and
promote eNOS uncoupling, ultimately leading to impaired NO production, NO
bioactivity, and endothelium-dependent vasodilation. (1,16)
Nitrotyrosine
In vitro studies demonstrate that peroxynitrite spontaneously reacts with the
aromatic ring of tyrosine to yield nitrotyrosine. (20) Accordingly, nitrotyrosine is a stable
marker of protein modification by NO-derived oxidants. Extensive nitration of tyrosine is
observed in atherosclerotic lesions from human coronary arteries, particularly in the
vascular endothelium, lipid-laden macrophages, and inflammatory cells. (115)
Nitrotyrosine levels have been found to be ~3.5-fold higher in atherosclerotic vessels
compared to normal vessels and are significantly elevated in LDL isolated from
atherosclerotic tissue. In addition, studies show that nitrotyrosine levels are very low or
even undetectable in the plasma of healthy individuals. (82,83,116-118) In contrast,
elevated plasma nitrotyrosine levels have been found in patients with chronic
inflammation, renal failure, septic shock, and celiac disease. (116-118) Similarly,
Shishehbor et al. found that plasma nitrotyrosine levels were higher in patients with CAD
compared with controls (median values, 9.1 µmol/mol tyrosine vs. 5.2 µmol/mol
57
tyrosine). (22) Moreover, patients in the highest quartile of nitrotyrosine levels (≥10.05
µmol/mol tyrosine) had a 4- to 6-fold greater risk of CAD compared with patients in the
lowest quartile (<3 µmol/mol tyrosine). In several of these studies, elevated nitrotyrosine
levels were paralleled by an increase in plasma NOx levels, suggesting that nitrotyrosine
formation is enhanced in conditions where NO production is also enhanced. (116,118)
Oxidized LDL
The oxidative modification of LDL is a key step in the initiation and progression
of atherosclerosis. (1) Much of our knowledge of how native LDL is converted to ox-
LDL originates from in vitro studies exposing LDL to copper ions or to cells cultured in
transition metal-containing medium. (3) Under these experimental conditions, the
oxidation of LDL is a free-radical-driven chain reaction that occurs in three phases: an
initial lag phase (i.e. consumption of endogenous antioxidants), a propagation phase (i.e.
rapid oxidation of unsaturated fatty acids to conjugated dienes and lipid hydroperoxides),
and a decomposition phase (i.e. conversion of hydroperoxides to reactive aldehydes).
These reactive aldehydes may in turn bind to NЄ-amino groups of lysine residues in
apolipoprotein B-100, giving the lipoprotein an increased net negative charge. This
ultimately results in increased recognition by scavenger receptors and formation of foam
cells.
It must be noted that many changes may have occurred in the LDL particle before
reaching the state in which it is taken up by macrophages, and these changes may have
important biological consequences. (2) Many of the atherogenic effects of ox-LDL are
exerted by modulation of gene expression in vascular cells, including the expression of
cellular adhesion molecules, scavenger receptors, oxidant and antioxidant enzymes,
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growth factors, cytokines, chemokines, vasoactive mediators, and hemostasis proteins.
(4) More specifically, ox-LDL facilitates the adhesion of circulating monocytes to the
endothelium and their subsequent migration into the intimal space; stimulates ROS
production; induces smooth muscle cell migration and proliferation; promotes the
oxidation of cellular lipids and proteins; induces apoptosis and necrosis of vascular cells;
promotes the differentiation of monocytes into tissue macrophages; inhibits the motility
of resident macrophages; increases the expression of macrophage scavenger receptors;
stimulates platelet adhesion/aggregation; inhibits fibrinolysis; and increases the
expression of extracellular matrix-digesting enzymes (i.e. metalloproteinases). (1,3-
5,119) As such, ox-LDL contributes to foam cell formation, thrombosis, plaque
disruption, and vascular remodeling. Ox-LDL also impairs NO bioactivity and
endothelium-dependent vasodilation via increased uncoupling of eNOS, impaired signal
transduction, reduced eNOS expression and activity, altered phosphorylation status,
displacement of eNOS from the cell membrane, and reduction in L-arginine availability.
(89-91)
There is convincing evidence that ox-LDL exists in vivo, however where, how,
and to what extent LDL becomes oxidized during atherogenesis remains to be elucidated.
(1) It has been speculated that in the vascular wall LDL oxidation occurs in
“microenvironments” where oxidants are produced excessively and/or where the
antioxidant protection is not longer intact. In addition, the same enzymes and oxidants
that contribute to oxidative stress in general are also thought to contribute to the oxidation
of LDL. As LDL circulates in plasma, a portion enters the subendothelial space only to
arrive back in the circulation. The transit of LDL across this space would likely generate
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a small amount of LDL that is oxidized, and chemical analysis of circulating LDL has
been reported to yield a minor fraction that exhibits an enhanced content of oxidized
lipids. Consistent with these findings, human plasma contains immunoreactivity towards
epitopes generated from ox-LDL. (1)
Plasma Ox-LDL Levels
Itabe et al. estimated that one ox-LDL particle is present in every 10,000 LDL
particles in normal human plasma, a very low concentration that is maintained by
effective clearance mechanisms. (21) Consistent with this, radio-labeled ox-LDL is
rapidly and almost completely cleared from the circulation within 10 minutes after
intravenous injection into rats. This is because specialized macrophages present in the
liver are capable of removing ox-LDL from the circulation. However, plasma ox-LDL
levels are increased in vascular disease, and this may represent a major change in the
body’s oxidative status. Elevated levels of circulating ox-LDL have been associated with
CAD, acute coronary syndromes, angina, intima-media thickness and plaque occurrence
in the carotid and femoral arteries, inflammation, and CAD risk factors. (55,120-122)
Moreover, elevated concentrations of ox-LDL are predictive of future CAD events in
apparently healthy men, independent of other traditional and non-traditional risk factors.
(123)
Antioxidants
Antioxidants are substances that can prevent or significantly delay the oxidation
of other substrates. (1) The classic endogenous antioxidant systems are largely cell-
associated enzymes such as superoxide dismutase, catalase, glutathione peroxidase, and
glutathione reductase. Superoxide dismutase catalyzes the conversion of superoxide to
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hydrogen peroxide and molecular oxygen. There are three forms of superoxide dismutase
in mammalian systems: cytosolic, mitochondrial, and extracellular, in which the latter is
localized in high concentrations between the vascular endothelium and the smooth
muscle layer. Catalase is found predominately in peroxisomes and decomposes hydrogen
peroxide to water and molecular oxygen. Glutathione peroxidase cooperates with catalase
in the removal of hydrogen peroxide by using glutathione (GSH) to reduce hydrogen
peroxide to water and glutathione disulfide (GSSG). Glutathione peroxidase not only
detoxifies hydrogen peroxide, but also converts lipid hydroperoxides to non-toxic
alcohols, thus acting as a chain-breaking antioxidant of lipid peroxidation. Glutathione
reductase, which co-localizes with glutathione peroxidase, functions in the regeneration
of glutathione from glutathione disulfide at the expense of NADPH.
In addition to protein antioxidants, there are also several low-molecular-weight
compounds that are thought to contribute to the body’s antioxidant defense capacity. (1)
For example, a number of water-soluble compounds have been found to have antioxidant
properties, including vitamin C, flavanoids, and polyphenols from the diet, as well as uric
acid and bilirubin from xanthine oxidation and heme degradation, respectively. Lipid-
soluble antioxidants, such as vitamin E and ubiquinol found in lipoproteins and cell
membranes, also play an important role in preventing oxidative damage. Overall, these
antioxidants help prevent oxidation reactions induced by both radical and non-radical




Total antioxidant capacity (TAC) is a complex trait that is affected by the relative
contributions of each oxidant and antioxidant species in biological specimens. (84) The
measurement of TAC in plasma reflects residual antioxidant capacity after the
consumption of free radicals. For a given level of antioxidants in plasma, increased
production of ROS will result in a reduced TAC level. On the other hand, increased
antioxidant availability in plasma will enhance TAC levels for a given amount of ROS.
Thus, TAC is a continuous measure of oxidative stress in plasma that is relevant to
oxidation-induced pathological processes. Moreover, the measurement of TAC is
indicative of the ability of circulating antioxidants to scavenge free radicals present in
plasma before they can injure the vascular wall.
Summary
The balance between oxidants and antioxidants has important implications for
cardiovascular diseases. In pathological conditions, there is often increased production of
oxidants accompanied by a decreased antioxidant capacity, which causes oxidative stress.
An overwhelming amount of evidence supports oxidative stress-induced destruction of
NO as a major mechanism for reduced NO bioactivity and vascular dysfunction in
cardiovascular disease. Furthermore, oxidative stress leads to pathological oxidative
damage to proteins and lipids, as evidenced by increased levels of nitrotyrosine and ox-
LDL.
Dyslipidemia
Endothelial cells are constantly exposed to circulating lipids, and in some cases to
lipids that have accumulated in subendothelial regions. (124) Interactions between the
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endothelium and lipids have direct relevance to atherogenesis and thrombosis. (119)
Epidemiologic, clinical, genetic, experimental, and pathological studies have all clearly
established the major role of lipoproteins in atherogenesis. (23) The relative abundance of
the different plasma lipoproteins appears to be of primary importance, as elevated levels
of atherogenic lipoproteins are a prerequisite for most forms of the disease. (24)
Dyslipidemia is a disorder of lipoprotein metabolism, including lipoprotein
overproduction or deficiency, and is generally manifested by elevated serum total
cholesterol, LDL-C, and TG levels, and/or decreased HDL-C levels. (125) There are
several mechanisms by which dyslipidemia may influence the risk of clinical
cardiovascular events, including effects on endothelial function, atherosclerotic plaque
development, and thrombosis. (25)
Hypercholesterolemia
The National Cholesterol Education Program (NCEP) classifies total cholesterol
>240 mg/dL and LDL-C >160 mg/dL as elevated, and total cholesterol between 200-239
mg/dL and LDL-C levels >130 mg/dL as borderline high. (126) Hypercholesterolemia, or
elevated levels of total cholesterol and/or LDL-C, is strongly associated with increased
cardiovascular disease risk. (25) This is because the increased availability of lipids in
hypercholesterolemia promotes atherosclerosis by increasing endothelial permeability to
LDL, the accumulation of cholesterol in the subendothelial space, and the subsequent
oxidation of LDL and uptake by macrophages. (127-129) Furthermore,
hypercholesterolemia promotes functional and structural vascular wall injury via
activation of oxidation-sensitive mechanisms. (26) Accordingly, a 1% decrease in total
cholesterol has been associated with a 1-2% reduction in risk, while a 1% decrease in
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LDL cholesterol has been estimated to reduce the risk of major coronary events by 1.7%.
(40)
Considerable evidence shows that high levels of total cholesterol and LDL-C are
associated with endothelial dysfunction, largely due to impaired NO bioactivity. (26)
High levels of LDL-C decrease eNOS activity by promoting the interaction between
eNOS and inhibitory proteins and reducing the availability of L-arginine and BH4.
(26,130) At the same time, hypercholesterolemia is associated with increased NO
inactivation, which is partly due to enhanced superoxide production via NADPH oxidase,
xanthine oxidase, and uncoupled eNOS. (127,130) Peroxynitrite formation is also
increased in the presence of high cholesterol levels, and this serves to further impair NO
bioactivity. (127) Additionally, elevated levels of lipid peroxidation products, including
ox-LDL, have been found in patients with hypercholesterolemia, and this can enhance the
deleterious effects on NO bioactivity and vascular function. (131)
Low HDL-C Levels
HDL-C levels are independently and inversely related to the severity of
atherosclerosis and the risk of CAD with levels ≤40 mg/dL classified as “low” and levels
≥60 mg/dL as “desirable/optimal.” (126) In the Framingham Heart Study HDL-C level
was the strongest predictor of CAD risk in both men and women, even after adjusting for
other lipids and traditional risk factors for CAD. (132) Moreover, data from four large
prospective studies showed that for every 1 mg/dL increment in HDL-C, there is an
associated 2% decreased risk of CAD in men and a 3% decreased risk in women,
independent of age, blood pressure, smoking status, BMI, and LDL-C level. (3) There are
two major subclasses of HDL based on size and density: HDL2 is the larger, less dense
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particle whereas HDL3 is the smaller, denser particle. (132) These subclasses seem to
differ in their cardioprotective effects, with HDL2 particles appearing to be more
cardioprotective than HDL3 particles. (132)
The inverse relationship between HDL and CAD is due to the fact that HDL is
associated with a variety of anti-inflammatory, antioxidant, anticoagulant, and
profibrinolytic actions that contribute to its ability to inhibit atherosclerotic plaque
formation. (132) For example, HDL promotes cholesterol efflux (reverse cholesterol
transport), reduces the expression of cellular adhesion molecules, inhibits lipid
peroxidation, including that in LDL, inhibits the expression of inflammatory molecules,
and prevents apoptosis. (119) Additionally, HDL inhibits coagulation, platelet
aggregation and adhesion, and vascular smooth muscle cell growth and migration.
(103,133) Recent data also indicate that HDL can help to prevent or correct endothelial
dysfunction by enhancing eNOS enzymatic activity and augmenting eNOS expression.
(132,133)
Hypertriglyceridemia
Compared to plasma cholesterol, the potential independent relationship between
plasma TG and CAD is more complex and controversial because elevated (>400 mg/dL)
or borderline high levels of TG (200-400 mg/dL) generally do not occur as isolated
entities. (126) More commonly, hypertriglyceridemia, or high plasma TG levels, is
associated with other metabolic disturbances and risk factors, particularly low HDL-C.
Several studies indicate that while elevated TG levels have been linked to increased
cardiovascular risk, when HDL-C is included in the analysis, the effect of TG on CAD
risk is significantly weakened or even disappears. (134) Nevertheless, a meta-analysis of
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17 studies found that after adjusting for other factors, including HDL-C, an 88 mg/dL
increase in TG was associated with a 14% increase in CAD risk among men and a 37%
increase among women, supporting the independent effect of TG levels on CAD risk.
(42) Consistent with this, the accumulation of TG-rich lipoproteins in the arterial wall can
induce the synthesis of factors that promote inflammatory responses. (127) High TG
levels have been linked to a shift in the prothrombotic-fibrinolytic balance toward
coagulation. (25) In addition, high fasting and post-prandial TG levels have been
associated with endothelial dysfunction, as evidenced by impaired endothelium-
dependent and elevated plasma levels of soluble cell adhesion molecules.
Summary
Dyslipidemia is a common abnormality that typically results from increased levels
of atherogenic lipoproteins and/or decreased levels of atheroprotective lipoproteins. In
this setting, vascular function is compromised due to increased oxidation of LDL,
inflammation, and plaque formation, and decreased NO bioactivity.
Genetic and Environmental Factors
Given that atherosclerosis is a multifactorial disease, it is not surprising that the
pathogenesis of atherosclerosis involves complex interactions between multiple genes
and environmental factors. (38) Epidemiological studies over the past 50 years have
identified numerous risk factors for atherosclerosis, including age, elevated levels of
LDL, reduced levels of HDL, hypertension, diabetes, obesity, family history of premature
CAD, cigarette smoking, male gender, high-fat diet, and physical inactivity. (1,24) More
recently, emerging risk factors such as endothelial dysfunction and oxidative stress have
also been found to contribute to the development of atherosclerosis. Many of these risk
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factors have a strong genetic component. (38) Additionally, genetic factors may partly
explain the effect of environmental factors on atherogenesis (i.e. gene-environment
interactions).
The importance of genetic and environmental factors in cardiovascular disease
has been examined in many family and twin studies, which show that the heritability of
cardiovascular disease (i.e. the fraction of disease explained by genetics) in most
populations is between 40% and 60%. (1,24,38) The genetic basis of atherosclerosis has
been supported by linkage analyses which have revealed several genomic regions
containing novel candidate genes that may be linked to cardiovascular disease. (38) For
example, using quantitative trait locus analysis, Welch et al. identified a region on
chromosome 6 that was highly linked to atherosclerosis in LDL-receptor knockout mice.
(30) This region most likely corresponds to chromosome 12p13-12 in humans, which
contains the gene for the newly identified lectin-like oxidized LDL receptor (LOX-1).
Association studies have also supported the influence of genetics in atherosclerosis. In
this respect, a number of genetic polymorphisms related to endothelial dysfunction,
oxidative stress, and lipid metabolism have been shown to correlate with the risk of
cardiovascular disease. (38) While genes contribute to variation within populations,
population migration studies clearly show that the environment explains much of the
variation in disease incidence between populations. (24) Thus, cardiovascular disease
results from the combination of genetic susceptibility and an unhealthy environment.
Genetics of Cardiovascular Risk Factors
There have been few studies evaluating the genetic contribution to endothelial
function. Data from the Framingham Heart Study suggest that the heritability of
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endothelium-dependent vasodilation (as assessed by venous occlusion plethysmography)
is modest, with an estimate of 12-14% in a large community-based cohort. (135) Wang et
al. found that ~30% of the variation in plasma NOx levels is due to the additive effect of
genes. (136) In terms of oxidative stress, plasma total antioxidant capacity has a reported
heritability of ~51%, while ~20-35% of the variation in plasma hydrogen peroxide
production is due to heritable factors. (84,137) Studies also indicate that the concentration
of conjugated dienes extracted from LDL (a marker of LDL oxidation), as well as the
formation of peroxynitrite, and hence nitrotyrosine, may also be under genetic control.
(138,139) Much stronger genetic influences have been found for plasma lipoprotein-lipid
levels, with heritability estimates ranging from 50-83% for total cholesterol, LDL-C,
HDL-C, and TG. (140)
Gene-Environment Interactions
As mentioned previously, high dietary fat intake and physical inactivity are two
major risk factors for cardiovascular disease. Although these two factors are largely
environmental, genetic factors may partly explain the effect of diet and exercise on the
susceptibility to atherogenesis. (38) Significant gene-diet interactions have been found
for endothelium-dependent vasodilation, plasma ox-LDL levels, and plasma lipid levels.
(46,141,142) Similarly, according to the 2004 human gene map for performance and
health-related fitness phenotypes, significant gene-exercise interactions have been
observed for phenotypes related to endothelial function (i.e. forearm blood flow),
oxidative stress (i.e. antioxidant enzymes), and plasma lipid levels. (45)
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Summary
Both genetic and environmental factors influence risk for atherosclerosis. A
number of genetic polymorphisms have been associated with cardiovascular disease, as
well as the risk factors for cardiovascular disease, including endothelial dysfunction,
oxidative stress, and dyslipidemia. At the same time, genetic factors can modulate the
response to environmental factors, such as diet and exercise, and these interactions may
have a profound effect on disease risk.
Lectin-like Oxidized LDL Receptor
As mentioned above, the oxidative modification of LDL is a key step in the
initiation and progression of atherosclerosis. It has long been known that ox-LDL is taken
up by macrophages and smooth muscle cells through a variety of scavenger receptors,
ultimately leading to foam cell formation. (143) More recently, it has been shown that
vascular endothelial cells can also internalize and degrade ox-LDL, but this occurs
through a receptor-mediated pathway that does not involve the classic scavenger
receptors. In 1997, Sawamura et al. identified the lectin-like ox-LDL receptor-1 (LOX-1)
as the major receptor for ox-LDL in endothelial cells. (144) LOX-1 is a Type II
membrane protein that is comprised of four domains: a short N-terminal cytoplasmic
domain, a transmembrane domain, a neck domain, and a C-terminus extracellular lectin
domain. (143) The lectin domain has been identified as the ox-LDL-binding domain, as
electrostatic interactions between basic residues in the lectin domain of LOX-1 and
negatively charged residues in ox-LDL appear to be critical for LOX-1 activity.
Moreover, cysteine residues in the neck domain are thought to be involved in the
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formation of LOX-1 homodimers, and the quaternary structure of this receptor may also
affect its binding activity. (145)
In addition to ox-LDL, LOX-1 exhibits binding activity for multiple cellular
ligands that are implicated in the pathogenesis of atherosclerosis, including
apoptotic/aged cells, activated platelets, bacteria, and leukocytes. (143) Given these
findings, it has been suggested that under physiological conditions, LOX-1 plays a role in
host defense or helps to scavenge or clean up cellular debris and other related material.
This is consistent with the fact that LOX-1 shares significant homology to natural killer
cell receptors involved in immune responses. However, in pathological states, LOX-1
may be involved in the uptake of ox-LDL and cellular ligands, which induces endothelial
cell activation, leukocyte adhesion, cellular apoptosis, smooth muscle cell transformation,
and macrophage lipid accumulation. Moreover, LOX-1 activation has been shown to
stimulate several intracellular signaling pathways that regulate the expression of genes
related to atherosclerosis. (6)
Several lines of evidence support the role of LOX-1 in atherosclerosis. (143)
LOX-1 is expressed in vivo in aortic, carotid, thoracic, and coronary arteries and veins.
While it is predominantly found in endothelial cells, LOX-1 is also expressed in
macrophages, smooth muscle cells, fibroblasts, and platelets. In vitro, basal expression of
LOX-1 in endothelial cells is very low. (6) However, LOX-1 can be upregulated by pro-
inflammatory, vasoactive, pro-oxidant, and mechanical stimuli. (6,7) Similarly, in vivo,
basal LOX-1 expression is very low, but is enhanced in diseases that affect the
vasculature, including hypertension, hyperlipidemia, and diabetes. (6) In addition, LOX-1
mRNA and protein expression is undetectable or negligible in normal arteries, but is
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prominent in atherosclerotic vessels. (146) Evidence suggests that LOX-1 plays an
important role in ox-LDL uptake by endothelial cells and subsequent vascular
dysfunction in early atherosclerotic lesions. In advanced lesions, LOX-1 may be involved
in ox-LDL uptake by macrophages and smooth muscle cells and the formation of foam
cells, as well as the destabilization and rupture of atherosclerotic plaques. (143,146)
Thus, it appears that LOX-1 is involved in multiple events in atherosclerosis and its
complications.
LOX-1 and Endothelial Dysfunction
Recently, it has been demonstrated that ox-LDL via LOX-1 significantly
decreases eNOS mRNA and protein expression in cultured endothelial cells. (10) In
addition, Cominacini et al. found that ox-LDL-induced LOX-1 activation reduces the
intracellular NO concentration in basal and stimulated endothelial cells, largely due to
increased NO inactivation by superoxide. (9) Consistent with a reduction in NO
bioactivity, Nagase et al. reported that LOX-1 may be involved in impaired endothelium-
dependent vasodilation in hypertension. (11) At the same time, NO deficiency induced by
eNOS inhibitors leads to increased LOX-1 mRNA and protein expression and uptake of
ox-LDL in cultured endothelial cells. (147) Thus, a positive feedback loop can develop
with LOX-1 and NO concentrations that exacerbates endothelial dysfunction.
LOX-1 and Oxidative Stress
Ox-LDL via LOX-1 may induce oxidative stress by increasing the production of
superoxide and hydrogen peroxide. (8) This is supported by the findings that LOX-1
activation is associated with increased NADPH oxidase subunit expression and enzyme
activity. (12) The binding of ox-LDL to LOX-1 may also promote the formation of
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peroxynitrite (and potentially nitrotyrosine), by increasing the reaction between NO and
superoxide. (9) Ox-LDL has also been found to decrease superoxide dismutase activity
and increase lipid peroxidation in cultured endothelial cells, and these effects are
potentially mediated by LOX-1. (64) Given that LOX-1 not only increases ROS, but is
also increased by ROS and ox-LDL, this can further upregulate LOX-1 expression,
leading to the formation of a positive feedback loop. (7)
LOX-1 and Dyslipidemia
To date, no studies have examined the effects of LOX-1 activation on
dyslipidemia. However, Hu et al. showed that ox-LDL via LOX-1 decreases the
expression of LDL receptors in cultured endothelial cells via increased superoxide
production. (13) While vascular endothelial cells are not major sited for cholesterol
uptake, small amounts of LOX-1 have been found in the liver, which removes up to 70%
of circulating LDL. (65) Several studies suggest that hepatic endothelial cells and
macrophages express LOX-1, and thus may be involved in the uptake of ox-LDL.
(148,149) Duryee et al. found that injection of aldehyde-modified proteins into rats
significantly increased LOX-1 expression in isolated liver endothelial cells. (148) In
addition, co-incubation of primary hepatocytes (the major liver cells involved in LDL
metabolism) with liver endothelial cells has been shown to significantly enhance the
ability of hepatocytes to take up LDL in vitro. (150) Taken together, these findings
suggest that LOX-1 may lead to dyslipidemia by reducing receptor-mediated uptake of
LDL in the liver.
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Soluble LOX-1 
 Like many cell-surface receptors with a single transmembrane domain, LOX-1
can be cleaved at the juxtamembrane region, most likely by serine proteases, and secreted
in a soluble form. (27) Two cleavage sites have been identified in the neck region of
LOX-1 (Arg86-Ser87 and Lys89-Ser90), generating similar proteins that are
indistinguishable by SDS-PAGE. Studies have shown that soluble membrane receptors
can modulate disease activity by binding to its ligand and preventing ligand uptake by the
receptor at the cell-surface. In addition, elevated levels of soluble membrane proteins in
plasma may reflect increased expression of membrane-bound proteins and disease
activities. Hayashida et al. recently examined serum soluble LOX-1 levels in patients
with CAD and noncardiac inflammatory diseases. (28) They found that soluble LOX-1
levels did not reflect general inflammation or lesion size, but rather instability of
atherosclerotic plaques, as patients with acute coronary syndromes had significantly
higher levels than other patients. Thus, the measurement of soluble LOX-1 in plasma
may potentially be useful in predicting atherosclerotic disease progression in humans.
LOX-1 Gene
The LOX-1 gene has been localized to region 12.3-13.2 on the short arm of
chromosome 12. (143) As mentioned earlier, this region has been linked to
atherosclerosis in hypercholesterolemic mice. (30) This region has also be associated
with familial hypertension. (29) LOX-1 is encoded by 6 exons that span ~15 kb in the
human genome and codes for a protein of 273 amino acids. (143) Yamanaka et al.
demonstrated that the 5’-untranslated region (UTR) of the human LOX-1 gene is a
functional promoter that contains putative binding sites for multiple transcription factors.
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(65) The presence of these regulatory elements suggests that LOX-1 gene expression may
be regulated by inflammatory cytokines and/or growth factors. (65) In addition, seven
polymorphisms have been identified in the LOX-1 gene that may be associated with
cardiovascular disease. (31) These include three polymorphisms located within intron 4,
two located within intron 5, one in exon 4, and one in the 3’UTR. The 5 intronic
polymorphisms and the one in the 3’UTR are in complete linkage disequilibrium and
behave as a single variant, while these polymorphisms are also highly linked to the
polymorphism in exon 4, with a reported D’=0.87. (31,37)
LOX-1 3’UTR C/T Polymorphism
The LOX-1 3’UTR polymorphism involves a C-to-T substitution located 188 bp
downstream of the stop codon. (32) Using data from the WISE Study, Chen et al. found
that in white women, the frequency of the 3’UTR/T allele significantly increased as the
stenosis severity increased from normal/minimal (<20%) to significant (≥50%). (32) In
addition, IgG antibodies to ox-LDL were significantly higher in the 3’UTR/T allele
carriers compared to the CC homozygotes, suggesting that this polymorphism may
influence CAD risk by affecting ox-LDL metabolism. Mango et al. examined 150
patients with acute myocardial infarction (as determined by electrocardiographic changes,
increased serum activities of at least two enzymes, and coronary angiography) and 103
clinically healthy controls with normal arteries (as determined by coronary angiography),
but at least one conventional risk factor. (31) The 3’UTR/T allele was associated with a
3.7-fold greater risk for acute myocardial infarction, with allele frequencies of 64% and
45% in patients and controls, respectively. Recently, Trabetti el al examined 350 patients
with significant coronary stenosis (>50%) and 327 subjects with normal coronary
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arteries, as determined by coronary angiography. (37) The CAD subjects were further
divided into those with and without acute myocardial infarction. In contrast to the
previous studies, they found no difference in 3’UTR/T allele frequencies between
patients with and without acute myocardial infarction (54% vs. 56%, respectively),
between CAD patients and controls (55% vs. 51%, respectively), or between patients
with acute myocardial infarction and controls (54% vs. 51%). (37) However, there was a
slightly positive association between the 3’UTR polymorphism and CAD (odds ratio =
1.42, p=0.065).
In the Chen et al. study mentioned previously, DNA binding assays demonstrated
that the 3’UTR polymorphism affects the binding of a putative transcription factor in an
allele-specific manner, with the T allele having a 3-fold lower binding affinity compared
to the C allele. (32) In addition, it was recently shown that intronic SNPs in LOX-1,
which are in complete linkage disequilibrium with the 3’UTR C/T polymorphism,
regulate the expression of a functional splicing isoform of the LOX-1 gene, known as
LOXIN. (34) The splicing introduces a premature stop codon that removes exon 5 and
generates a truncated protein (199 amino acids) lacking two-thirds of the lectin domain
(i.e. the ligand-binding domain). Examination of the subcellular and membrane
distribution of the two isoforms revealed that LOXIN accumulates in the perinuclear
region and fails to localize at the cell membrane. The intronic polymorphisms modulate
the relative abundance of the LOX-1 and LOXIN transcripts, such that the ratio of LOX-
1 to LOXIN is significantly higher (33%) in macrophages from subjects homozygous for
the “risk” haplotype (i.e. CTGGTT) compared with subjects homozygous for the “non-
risk” haplotype (i.e. GGAAGC). Moreover, increased levels of LOXIN in isolated
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macrophages were associated with reduced apoptosis in response to ox-LDL. The
mechanism behind the protective effect of LOXIN may involve blocking the transport of
LOX-1 receptors to the cell membrane or the formation of inactive heterodimers with
LOX-1, both of which would serve to decrease the number of functional receptors able to
bind ox-LDL on the cell surface.
LOX-1 G501C Polymorphism
The SNP in exon 4 is a missense mutation that involves a G-to-C transition at
nucleotide 501 (G501C), resulting in a nonconservative amino acid change in codon 167
(Lys to Asn, K167N). (35) The amino acid residue 167 is located in the lectin domain of
LOX-1, which is the ligand-binding domain. Basic residues in the lectin domain are
important for strengthening ligand binding, and substitution of these residues causes
reduced binding and internalization of ox-LDL. (36) As such, the LOX-1 G501C
polymorphism may affect the metabolism of ox-LDL and consequently, have a protective
effect against atherogenesis. However, the literature has been largely inconsistent.
To date, two studies have explored the relationship between the G501C
polymorphism and cardiovascular disease in Japanese subjects. The first study by
Tatsuguchi et al. examined 102 patients with myocardial infarction (defined as a history
of chest pain associated with regional ST segment elevation and increased serum creatine
kinase) and 102 normolipidemic age- and sex-matched controls. (35) In this study, the
501C allele was associated with a 3-fold greater risk for myocardial infarction. The
frequency of the 501C allele was 21% in patients and 9% in controls. In addition, the
percentage of subjects with the GC or CC genotype was significantly higher in the patient
group than in the control group (38% vs. 18%, respectively). In a later study, Ohmori et
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al. examined this polymorphism in 586 patients undergoing coronary angiography for
suspected CAD. (33) Study patients were categorized into three groups: 1)
normal/minimal (≤25%) stenosis; 2) mild (26-50%) stenosis; and 3) significant (>50%)
stenosis. Patients with significant stenosis were further divided into two groups based on
the presence of myocardial infarction, confirmed by the elevation of cardiac enzymes or
diagnostic changes on electrocardiograms. In contrast to the previous study, they found
that the percentage of CAD patients carrying the 501C allele did not differ between those
with and without myocardial infarction (34% vs. 37%, respectively). They did, however,
find a significant genotype association with CAD, as the 501C allele frequency was lower
in patients with significant stenosis compared to those with normal/minimal stenosis
(21% vs. 28%, respectively). Moreover, the G501C polymorphism was inversely
associated with CAD severity, independent of traditional risk factors (odds ratio = 0.61).
Two separate studies have also investigated the LOX-1 G501C polymorphism in
an Italian population. Mango et al. reported a lower 501C allele frequency in patients
than controls (4% vs. 9%, respectively). (31) In addition, they found that the G501C
polymorphism demonstrated only a weak inverse association with acute myocardial
infarction. Trabetti et al. attempted to clarify the association between the LOX-1 G501C
polymorphism and cardiovascular disease. (37) They found no difference in the 501C
allele frequency between CAD patients and controls (both 8%), between patients with
and without acute myocardial infarction (8% vs. 7%), or between patients with
myocardial infarction and controls (both 8%). In addition, the distribution of G501C
genotypes in CAD patients did not show any significant difference with increasing
number of stenosed vessels. However, the GG genotype frequency in patients with three
77
obstructed vessels was significantly lower than in patients with one or two obstructed
vessels (odds ratio = 0.47). Interestingly, this is the opposite of what Ohmori et al. found
in the Japanese subjects. (33) Taken together, it appears that the LOX-1 G501C
polymorphism may be associated with cardiovascular disease, although it is unclear
which allele is the risk allele. Discrepancies in the current studies may be due to
differences in the subject populations or in the selection of patients and controls.
Summary
LOX-1 plays a critical role in atherosclerosis, from endothelial activation and
plaque formation in the early stages, to plaque instability and rupture in the advanced
stages. These effects may be partly due to the fact that LOX-1 activation by ox-LDL
induces endothelial dysfunction, oxidative stress, and potentially dyslipidemia. The role
of LOX-1 in cardiovascular disease is supported by the findings that the LOX-1 gene has
been linked to atherosclerosis and hypertension. The LOX-1 3’UTR polymorphism
regulates gene expression and has been positively associated with both CAD and
myocardial infarction. The LOX-1 G501C polymorphism has also been associated with
cardiovascular disease, although whether this association is positive or negative remains
to be elucidated.
Dietary Fat Intake
Fatty acids have a diverse array of functions that affect many structural,
metabolic, and regulatory components of cells and tissues. (92) Not only are they of vital
importance as an energy nutrient, but they are also required for membrane synthesis,
protein and carbohydrate modification, assembly of structural elements, production of
signaling compounds, and solubilization of various cellular and extracellular constituents.
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(151) Depending on the number of double bonds found in the hydrocarbon chain, fatty
acids can be classified as either saturated (SFAs, no double bonds) or unsaturated
(multiple double bonds). Unsaturated fatty acids can be further classified into
monounsaturated fatty acids (containing 1 double bond) or polyunsaturated fatty acids
(PUFAs, containing >1 double bond), with the latter group containing the important n-3
and n-6 PUFA.
It is well known that different types of fatty acids have different health effects.
(41) SFAs increase plasma cholesterol levels and the risk for atherosclerotic and
thrombotic events. (67) On the other hand, both n-6 and n-3 fatty acids are associated
with lower risk of CAD, although through different biological pathways. (41) Clinical
studies have shown that n-6 PUFAs reduce risk primarily by lowering plasma cholesterol
levels. (40) Of these, linoleic acid (18:2n-6), the major n-6 fatty acid in the diet, appears
to have the most potent effect. n-3 fatty acids protect against atherosclerosis by reducing
arrhythmia, inflammation, and thrombosis, and improving cardiac function, fibrinolysis,
and vascular tone. (39,40) The most important n-3 PUFAs are α-linolenic acid (18:3n-3),
which is found in plant foods, and eicosapentaenoic acid (EPA, 20:5n-3) and
docosahexaenoic acid (DHA, 22:6n-3), which are found primarily in fish. (40)
Although fatty acids are essential to life, excessive levels of dietary fat or an
imbalance of saturated versus unsaturated fat has been implicated in the onset and
progression of several chronic diseases, including atherosclerosis, dyslipidemia,
inflammation, diabetes, and obesity. (92) Accordingly, the current American Heart
Association (AHA) dietary guidelines advocate a total fat intake of ≤30% of energy and a
saturated fat intake of <10% of energy. (67) It has also been recommended that PUFAs
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contribute between 4-10% of energy. (40) It is becoming increasingly recognized that the
type of fat is more important than the total amount of fat in determining the risk of CAD.
(41) Using 14-year follow-up data from the Nurses’ Health Study, it was estimated that
replacing 5% of energy from saturated fat with unsaturated fat can reduce risk by 42%.
(41) In addition, the ratio of PUFAs to SFAs (P:S ratio) was strongly associated with a
lower risk of CAD, and after adjustment for confounding factors, the relative risk of CAD
was 0.79 for each 0.2 unit increment in the ratio.
Dietary Fat and Endothelial Dysfunction
Dietary fatty acids can have significant effects on endothelial function. (71) Diets
high in SFAs have been shown to promote platelet activation, thrombosis, and
vasoconstriction. (70) Such diets also lead to major morphological changes in the
vascular wall related to atherogenesis, including endothelial damage, intimal thickening,
leukocyte adhesion/infiltration, foam cell formation, and smooth muscle cell
proliferation. In contrast, n-3 fatty acids have been shown to reduce blood pressure,
increase systemic arterial compliance, and improve FBF and vascular reactivity. (39)
These improvements may be due to increased NO generation or bioactivity. Linoleic acid
also increases eNOS activity and NO formation, in part, by increasing intracellular BH4
concentrations. (152) However, this may occur as a compensatory response to linoleic
acid-induced oxidative stress. Consistent with this, there is some evidence to suggest that
linoleic acid causes endothelial activation and injury, promotes smooth muscle cell
proliferation, elicits the production of inflammatory cytokines and cellular adhesion
molecules, induces apoptosis, disrupts endothelial cell integrity, impairs endothelial
barrier function, and alters cell morphology. (47,71,152,153)
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Fuentes et al. looked at the effects of replacing a high-fat diet (38% total fat, 20%
SFAs, and 6% PUFAs; P:S ratio ~0.3) with a low-fat diet (28% total fat, <10% SFAs, 6%
PUFAs; P:S ratio ~0.6) in hypercholesterolemic men. (69) They found that reducing the
total fat and SFA intake had no effect on endothelium-dependent dilation of the brachial
artery following ischemia (9.9% and 11.1%, for high-fat diet and low-fat diet,
respectively). However, in normocholesterolemic subjects, endothelium-dependent
dilation of the brachial artery following ischemia was ~50% lower after a high-SFA diet
(37% total fat, 19% SFAs, 4% PUFAs; P:S ratio ~0.2) compared with a high-PUFA diet
(36% total fat, 9% SFAs, 15% PUFAs; P:S ratio ~1.67). (154) These findings suggest
that the relative amount of PUFAs and SFAs, rather than the total amount of fat, has a
greater effect on endothelial function. The presence/absence of cardiovascular risk factors
may also influence the effect of dietary fat intake on endothelial function. It has also been
shown that in healthy subjects 4 weeks of a high-linoleic acid diet (34.4% total fat, 10.6%
SFAs, 12.3% PUFAs; P:S ratio ~1.16) decreases urinary NOx excretion by 38%. (155)
In contrast, Sato et al. found no difference in serum NOx levels between ApoE-deficient
mice fed a diet rich in linoleic acid (9.5% SFAs and 75.4% PUFAs; P:S ratio ~7.9) and
mice fed a diet rich in SFAs (45% SFAs and 9.8% PUFAs; P:S ratio ~0.21). (156)
Dietary Fat and Oxidative Stress
Besides affecting endothelial function, dietary fatty acids may also have important
implications for the development of oxidative stress. Several studies have shown that a
high SFA intake may increase oxidative stress by increasing lipid peroxidation and
decreasing antioxidant enzymes. (70,157) This may be due to the hypercholesterolemic
effect of SFAs, whereby elevated plasma LDL levels can lead to increased retention and
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oxidation of LDL in the arterial wall. (1) Moreover, hypercholesterolemia is associated
with increased superoxide production and NO inactivation. (131) Due to their high
degree of saturation, PUFAs are highly susceptible to damaging, free radical-initiated
lipid peroxidation. Consequently, PUFAs also tend to be positively associated with
oxidative stress. (153,157) However, this may depend on the type of PUFA, as n-3
PUFAs have been found to suppress ROS production, upregulate gene expression of
antioxidant enzymes, and downregulate genes associated with ROS production. (39) On
the other hand, linoleic acid has been shown to induce superoxide production, increase
plasma and urinary concentrations of lipid peroxidation products, promote NO
inactivation, and lead to nitrotyrosine formation. (70,152,155)
Diniz et al. found that a high-SFA diet (28.8% total fat, 82% SFAs, 8% PUFAs;
P:S ratio ~0.10) increased hydroperoxide concentrations and decreased glutathione
peroxidase activity in cardiac tissue of male Wistar rats compared to control rats (3.8%
total fat, 49% SFAs, 39% PUFAs; P:S ratio ~0.79) (157) However, the effect of a high-
PUFA diet (28.8% total fat, 37% SFAs, 48% PUFAs; P:S ratio ~1.3) appeared to be even
greater. Cardiac tissue from rats on the high-PUFA diet had higher concentrations of
lipoperoxides and hydroperoxides, and lower superoxide dismutase and catalase activities
compared to cardiac tissue from both rats on the high-SFA diet and controls. In addition,
diets high in linoleic acid have been shown to increase serum TBARS levels and urinary
isoprostane levels (markers of lipid peroxidation) in both mice and humans. (155,156) On
the other hand, other studies have shown that PUFAs promote less or similar oxidative
damage compared to SFA. (158-160) For example, Miller et al. reported that the DASH
diet (27% total fat, 6% SFA, 8% PUFA; P:S ratio ~1.3) significantly lowered urinary
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isoprostane excretion and increased serum antioxidant capacity compared to an average
American diet (37% total fat, 16% SFA, 8% PUFA; P:S ratio ~0.5). (161) The DASH
diet also increased the concentration of antibodies to ox-LDL, which may be associated
with enhanced immunoprotective mechanisms. Thus, both PUFAs and SFAs can cause
oxidative stress, although overall, PUFA may still be more protective against
atherosclerosis.
Dietary Fat and Plasma Lipid Levels
There are remarkable differences between SFAs and PUFAs with respect to their
effects on plasma lipid levels. (40) In general, SFAs increase plasma levels of total
cholesterol, LDL-C, and TG. This occurs most likely via increased hepatic cholesterol
synthesis and increased expression of apolipoproteins B-100 and C-III, which are
involved in lipid transport and metabolism. (94) On the other hand, n-6 PUFAs,
specifically linoleic acid, decrease total cholesterol and LDL-C by enhancing hepatic
receptor-mediated clearance of LDL and concomitantly reducing LDL cholesterol
production. (68) The n-3 PUFAs have little effect on cholesterol, but may reduce plasma
TG levels by enhancing hepatic β-oxidation of fatty acids, thereby inhibiting TG
secretion from the liver. Interestingly, the traditional dietary recommendations can
negatively impact HDL and its subclasses. (132) For example, a reduction in total fat and
SFAs has been shown to decrease total HDL, as well as HDL2 and HDL3, when
compared with the average American diet.
Substantial research has assessed the impact of dietary fat on plasma lipid levels,
and the current research highlights the importance of the relative amounts of individual
fatty acids. (153) Consistent with this, controlled clinical trials have shown that replacing
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SFAs with PUFAs is more effective in lowering serum cholesterol and reducing the risk
of CAD than simply reducing total fat consumption. (41) Studies have predicted that a
1% increase in PUFAs (without any corresponding changes in other fatty acid classes)
would be expected to lower total cholesterol by an average of 0.024 mmol/L (~1 mg/dL).
(153) Likewise, simply increasing SFAs by 1% would be expected to increase total
cholesterol by an average of 0.054 mmol/L (~2 mg/dL). Moreover, diets low in SFAs (8-
9% energy) and high in PUFAs (14-21% energy) reduce LDL-C levels by 13-15%, which
is associated with a 25-43% reduction in CAD events. (40)
Gene-Diet Interactions
Fatty acids can influence many cellular pathways by altering gene expression.
(92) The simplest mechanism for fatty acid regulation of gene expression is for the fatty
acid (or a metabolite) to directly bind to and regulate the activity of a transcription factor,
ultimately influencing gene transcription. (92) Fatty acids can also indirectly affect the
nuclear abundance of the transcription factor by influencing mRNA turnover. Thus, the
fatty acid-mediated regulation of diverse biological pathways is of considerable interest.
Microarray analysis has revealed that n-3 PUFAs modulate the expression of genes
involved in cell adhesion, oxidative stress response and antioxidant enzyme activities,
apoptosis, cell growth and proliferation, cell signaling and transduction, lipid metabolism,
cellular transport, and membrane localization. (93) Similarly, palmitic acid (16:0) has
been shown to alter the hepatic expression of genes involved in lipid transport and
metabolism, cell growth and proliferation, cell signaling, protein synthesis, cytoskeletal
structure, and oxidative stress response. (94) These effects can ultimately alter cell
function, development, or maturation.
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While fatty acids are important regulators of gene expression, these effects may
be highly variable, as genetic polymorphisms have been shown to influence the response
to dietary fat. (46) In particular, studies have demonstrated significant gene-diet
interactions for markers of endothelial dysfunction, oxidative stress, and dyslipidemia.
(46,47,141,142) It has been shown that a high-fat, high-cholesterol diet increases LOX-1
expression in rabbits, and this may be due to an increase in linoleic acid. (162) Recently,
Maingrette et al. found that linoleic acid increases LOX-1 expression and ox-LDL uptake
in endothelial cells. (47) These effects were mediated by the binding of nuclear proteins
to a regulatory sequence in the LOX-1 gene promoter and subsequent superoxide
production via NADPH oxidase. (47) In contrast, palmitic acid and DHA did not affect
LOX-1 protein expression. Taken together, these findings suggest that differences in
dietary fatty acid composition (i.e. PUFA vs. SFA intake) may affect LOX-1 expression.
Moreover, polymorphisms in the LOX-1 gene could influence changes in endothelial
function, oxidative stress, and plasma lipid levels in response to dietary fat.
Summary
The relative amount of PUFAs and SFAs in the diet is an important determinant
of disease risk, whereby a high P:S ratio may reduce risk for cardiovascular disease.
Although PUFAs offer many cardioprotective benefits, certain PUFAs can promote
endothelial dysfunction and oxidative stress. Thus, it is necessary to identify the optimal
level of dietary PUFAs that maximally and favorably affect the greatest number of
cardiovascular risk factors. Given the inter-individual variation in dietary response and
disease susceptibility, it may be of interest to consider the interaction between the dietary
P:S ratio and LOX-1 gene variation.
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Aerobic Exercise Training
A number of studies have shown that moderate-intensity physical activity reduces
the incidence of all-cause mortality, particularly deaths due to cardiovascular disease.
(163) There is also convincing evidence that exercise training can help to slow, halt, and
even reverse the progression of atherosclerotic CAD. Risk factors such as hypertension,
obesity, and hyperlipidemia may respond favorably to physical activity, thereby
protecting against cardiovascular disease. However, the effect of exercise on traditional
risk factors does not solely account for the magnitude of risk reduction. (43) Hence,
physical activity reduces the morbidity and mortality associated with atherosclerotic
CAD through direct (cardiovascular) and indirect (risk factor modification) mechanisms,
independent of other interventions. (163) The baseline physical activity level plays an
important role in this respect, as physical activity generally has greater cardiovascular
effects among sedentary individuals compared to active individuals. (44,126)
Shear Stress
Vascular endothelial cells are constantly exposed to blood flow, which generates a
frictional force per unit area known as hemodynamic shear stress. (88) The magnitude of
shear stress can be estimated in most of the vasculature by Poiseuille’s law, which states
that shear stress is directly proportional to blood flow viscosity and inversely proportional
to the third power of the internal radius. Shear stress of physiological and elevated
magnitudes (>15 dyne/cm2) increases the production of vasodilators, growth inhibitors,
fibrinolytics, and antioxidants, and decreases the production of vasoconstrictors, growth
promoters, inflammatory mediators, oxidants, and adhesion molecules. Shear stress is an
important component of exercise, and sufficient activity-related elevations in shear stress
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can promote the development of an atheroprotective endothelium, thus attenuating (and
potentially reversing) cardiovascular disease. (26,88)
Characteristics of the Training Program
It is clinically important to select the appropriate intensity of exercise because
very intense exercise can be hazardous to the vascular wall. (79) A study by Goto et al.
suggests that low intensity exercise (25% VO2 max) may fall below the threshold for
improvements in NO-related vascular function, while moderate intensity exercise (50%
VO2 max) significantly enhances NO bioactivity. (79) Although NO production has been
shown to progressively increase as exercise intensity increases, any improvement in
vascular function as a result of enhanced NO productionmay be abolished through
increased scavenging by free radicals generated at high exercise intensities (75% VO2
max). (75,79) In contrast, changes in plasma lipid levels with exercise training appear to
be related to the amount and not the intensity of exercise. (164) Specifically, high
amounts of exercise (~17-18 miles/week) have been shown to result in significantly
greater improvements in the plasma lipoprotein-lipid profile compared to lower amounts
of exercise (~11 miles/week). This is consistent with the threshold established from a
recent review paper which indicates that 15-20 miles/week of exercise is necessary to
produce the desired lipid changes. (42)
The duration of exercise (i.e. length of training program) may also be of
significance, as short-term and long-term training adaptations may be quite different. (43)
Animal studies involving both the peripheral and coronary vasculature suggest that short-
term exercise training (as few as 7-10 days) enhances eNOS activity, NO production, and
NO bioactivity, producing a short term buffer to the increased shear stress associated with
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exercise. However, after extended training (>16 weeks), at least in the peripheral
circulation, shear stress is “structurally’ normalized and endothelial NO bioactivity
returns towards initial levels. In terms of oxidative stress, there is insufficient data to
establish a time course for changes in oxidants and antioxidants with exercise training.
Similarly, the relationship between the duration of training and the observed changes in
plasma lipid levels remains unclear, although it has been suggested that at least 12 weeks
of exercise training is required to increase HDL-C levels. (126)
Exercise Training and Endothelial Function
The effect of exercise training on endothelial function has been studied in patients
with cardiovascular disease, in individuals with cardiovascular risk factors, and in healthy
subjects. (43) Exercise training attenuates the paradoxical vasoconstriction in CAD
patients and increases blood flow in response to pharmacological agents. (26,43,74)
Exercise training is also associated with improvements in measures of NO vasodilator
function in subjects with cardiovascular risk factors. (43,75,77) A large number of studies
show that even in normal control animals and healthy subjects, exercise training can
augment endothelial function. However, it appears that a beneficial effect of exercise
training in those with a priori normal vascular function may require a higher volume or
intensity of exercise. (43) The evidence strongly suggests that subjects with impaired
endothelial function may be more amenable to training-induced improvements in
endothelium-dependent vasodilation and may respond more rapidly to training than
healthy subjects. But, as mentioned earlier, these adaptations may only be transient, and
may disappear in the longer term. Moreover, the observed effects on endothelial function
also depend on the vascular bed examined (coronary, cerebral, skeletal muscle, etc) and
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the position in the arterial tree (conduit artery, smaller artery, arteriole, and branch order
of the arteriole). (77)
Most studies indicate that plasma and urinary NOx levels are higher after exercise
training in both healthy subjects and CAD patients. (17,165,166) Similarly, in
hypercholesterolemic subjects, Lewis et al. found that 4 weeks of cycling training
increased basal, but not stimulated, NO production. (72) Before training, there was a
positive forearm NOx arteriovenous difference indicating net consumption of NOx, while
there was a negative forearm NOx arteriovenous difference after training, indicating net
production of NOx. These results have been confirmed in cross-sectional studies. For
example, Rodriguez-Plaza et al. found that urinary NOx excretion increased with
increasing levels of physical activity, such that highly trained runners (90 km/wk) had
urinary NOx levels that were 2-fold higher than well-trained men (64 km/wk), 7-fold
higher than sedentary individuals, and 37-fold higher than CAD patients. (165)
One possible mechanism for the beneficial effect of exercise training on
endothelial function is an increase in NO bioactivity. (75) Shear stress is thought to be the
most important physiological stimulus for endothelial NO release, and this may be
mediated by shear stress response elements in the eNOS gene. (74,167) Exercise training,
probably via an increase in shear stress, exerts its beneficial effects on endothelial
function by activation of several signal transduction pathways, which lead to increased
eNOS mRNA and protein expression and increased NO production. (74,75,168) Regular
exercise training also enhances eNOS activity by increasing eNOS phosphorylation. (74)
Moreover, the ratio of phosphorylated to unphosphorylated eNOS appears to be increased
after exercise training, and this has been associated with an improvement in endothelial
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function. (74) In addition to increases in NO production, exercise training may also
decrease NO inactivation by reducing its degradation by free radicals or by directly
decreasing free radical production. (43)
Regular aerobic exercise also leads to functional and histological alterations in the
vascular endothelium, resulting in enhanced vascular structure and function. (75) There is
an evolving hypothesis that exercise training induces structural enlargement of conduit
vessels. This adaptation is dependent upon shear stress-mediated NO release and may
serve to mitigate the increases in shear stress brought about by repeated exercise bouts.
(43) Over time, an increase in arterial diameter reduces the shear stress signal associated
with a given exercise-induced elevation in blood flow and allows NO bioactivity to return
towards pre-training levels. (43,77) This is consistent with the restoration of eNOS
expression and endothelium-dependent vasodilation to control levels in the fully-trained
state. (77)
Exercise Training and Oxidative Stress
It has been reported that the massive increase in oxygen uptake that occurs in
skeletal muscle during exercise is associated with an increase in the generation of ROS.
(75) During exercise, ROS can potentially be produced from several cellular sources,
including the mitochondrial electron transport chain, xanthine oxidase, NADPH oxidase,
and myeloperoxidase. (87,114,169) At the same time, antioxidant enzymes may be
activated selectively during an acute bout of strenuous exercise depending on the
oxidative stress imposed on the specific tissues, as well as the intrinsic antioxidant
defense capacity. (114) Superoxide dismutase, catalase, and glutathione peroxidase
provide the primary defense against ROS generated during exercise, and the activities of
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these enzymes have been shown to increase in response to exercise in both animals and
humans. Thus, while a single bout of exercise may initially cause oxidative stress,
chronic exercise training contributes to favorable changes in vascular gene expression
that may reduce oxidative stress or attenuate exercise-induced tissue damage. (44,80)
Exercise training may improve oxidative stress by decreasing the formation of
oxidants. It has been shown that exercise training decreases NADPH oxidase expression
and activity and superoxide production in animal models. (81,170) In addition,
myeloperoxidase activity decreased by 29% after 12 weeks of exercise training in
individuals with elevated cardiovascular risk. (169) A reduction in the activities of ROS-
producing enzymes can ultimately lead to a reduction in the oxidative damage of lipids
and proteins. Some studies, but not all, have shown significant reductions in ox-LDL and
lipid peroxidation with exercise training. (73,78,80,81,170-173) LDL resistance to
oxidation may also be increased with exercise training. (78,172,173) On the other hand,
nitrotyrosine levels appear to be unchanged after training. (80,81)
Exercise training also improves oxidative stress by increasing antioxidant activity.
Exercise training enhances the protein levels and enzymatic activities of cytosolic and
mitochondrial superoxide dismutase in the vascular endothelium and smooth muscle
cells. (75) While this appears to be a direct effect of shear stress, exercise training
indirectly increases the expression and activity of extracellular superoxide dismutase.
(85) In fact, NO produced by endothelial cells in response to shear stress stimulates
extracellular superoxide dismutase expression in adjacent smooth muscle cells. This NO-
mediated regulation very likely represents an important feed-forward mechanism,
whereby NO released from the endothelium ultimately enhances its own bioactivity by
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reducing superoxide-mediated degradation as it traverses between the two cells. It has
also been shown that 3 months of endurance training significantly decreases plasma
levels of extracellular superoxide dismutase by 22%. (174) Taken together, it appears that
exercise training may enhance the abundance of extracellular superoxide dismutase in the
vascular wall, where it is needed to perform its important biological function. Exercise
training also stimulates enzymatic activities of catalase, glutathione peroxidase, and
glutathione reductase. (73,78,86) Consistent with upregulation of antioxidant enzymes
after training, Fatouros et al. found that 16 weeks of endurance exercise training
increased total antioxidant capacity in older men. (80)
ROS-mediated signaling appears to be an important mechanism for the
improvement in oxidative stress that occurs with exercise training. (86) It is thought that
oxidative stress is beneficial for atherosclerosis through the induction of antioxidant
responses in the vascular wall. This induction of antioxidant enzymes would not only
minimize oxidative damage, but also reduce the generation of oxidants. Lauer et al. found
that hydrogen peroxide is critically involved in the up-regulation of eNOS by exercise, as
three weeks of exercise training significantly increased eNOS expression in control mice,
but not in transgenic mice overexpressing catalase. (87) The effect of hydrogen peroxide
on exercise-induced eNOS expression is supported by the concomitant increase in
superoxide dismutase activity, which facilitates the generation of hydrogen peroxide from
superoxide. These authors concluded that complete suppression of cellular ROS
production is most likely undesirable, for it may lead to a loss of ROS-mediated signaling
events. Consistent with these findings, vitamin E supplementation has been shown to
inhibit the induction of vascular antioxidants during exercise training in mice. (86)
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Exercise Training and Plasma Lipoprotein-Lipid Levels
Regular physical activity has beneficial effects on plasma lipoprotein and lipid
levels. (42) Both cross-sectional and longitudinal exercise training studies indicate that
plasma TG levels are usually, but not always, decreased. (42,126) This decrease is often
related to the baseline concentration, as well as the amount and intensity of exercise. (42)
Similarly, HDL-C generally increases with exercise training, and this too is related to the
amount and intensity of exercise. (42,126) Exercise training-induced increases in HDL-C
levels range from 2 to 8 mg/dL, and the increases in HDL-C with training seem to
primarily involve the HDL2 fraction. (42,126) In contrast, cross sectional and longitudinal
exercise training studies do not support a training-induced change in plasma cholesterol
concentrations. (42) Plasma LDL-C levels are also not usually lower after aerobic
exercise training. For a reduction in total cholesterol or LDL-C to occur with exercise
training, a reduction in body weight, body fat, or dietary fat must accompany the exercise
training program.
The exercise training-induced changes in plasma lipid and lipoprotein levels can
be explained in part by changes in the activities of lipolytic enzymes and lipid transfer
proteins. (42) The enzyme lipoprotein lipase is bound to the capillary walls of most
tissues and is especially active in adipose tissue, heart muscle, and skeletal muscle.
Lipoprotein lipase hydrolyzes TG found in large TG-rich lipoproteins and participates in
the formation of HDL particles. Increased plasma lipoprotein lipase activity is often
reported after exercise training, and this is generally associated with increases in HDL-C
and HDL2-C. Hepatic lipase is bound to the liver capillary endothelium and functions
similarly to lipoprotein lipase. In particular, hepatic lipase hydrolyzes TG and
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phospholipids in LDL and HDL and helps convert HDL2 to HDL3. (172) Cross-sectional
studies show that hepatic lipase activity may be lower in trained subjects, although it is
unclear if exercise training significantly affects hepatic lipase activity. (42,175,176)
Cholesterol ester transfer protein mediates the exchange of TG and cholesterol esters
between HDL and LDL, and in doing so, contributes to the conversion of HDL2 to HDL3.
(42) Cholesterol ester transfer protein also participates in reverse cholesterol transport
and helps remove excess cholesterol from the body. The response of cholesterol ester
transfer protein to exercise training is unclear, as increases, decreases, and no changes
have been reported. (42)
Gene-Exercise Interactions
As mentioned earlier, shear stress is a major component of exercise due to
substantial increases in blood flow. (26) The effects of shear stress on the vascular wall
are mediated by the regulation of gene expression, and this occurs via activation of shear
stress response elements in the promoter region of various genes. (74,95) Compared to
no-flow conditions, Wasserman et al. found that 24 hrs of laminar shear stress at 10
dyne/cm2 upregulated the endothelial expression of genes associated with antioxidant,
anti-inflammatory, anti-proliferative, anti-apoptotic, and differentiative activities, and
downregulated the expression of genes required for cell cycle progression and cellular
proliferation. (95) This gene expression pattern likely generates endothelial cells that are
protected from apoptosis, inflammation, and oxidative stress. As such, exercise training
may have a significant impact on gene expression via increases in blood flow, and hence
shear stress.
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While an exercise-induced increase in shear stress offers a cardioprotective
benefit, a great deal of heterogeneity has been observed in the response to exercise
training. (45) Genetic polymorphisms in genes relevant to atherosclerosis have been
shown to influence changes in FBF, ox-LDL levels, and lipoprotein-lipid levels. Shear
stress response elements have been identified in the 5’-UTR of LOX-1, and Murase et al.
demonstrated that physiological levels of laminar shear stress (1-15 dyne/cm2) upregulate
LOX-1 mRNA and protein expression in endothelial cells. (29,48) Their results also
show that the initial changes in fluid shear stress may be sufficient for induced expression
of LOX-1 and that sustained application is not necessarily required. (48) Taken together,
these findings suggest that exercise-induced increases in shear stress may affect LOX-1
expression. Moreover, polymorphisms in the LOX-1 gene could influence changes in
endothelial function, oxidative stress, and plasma lipid levels in response to exercise
training.
Summary
Exercise training reduces risk for cardiovascular disease by improving endothelial
function, oxidative stress, and plasma lipid levels. The underlying mechanisms for these
improvements involve enhanced lipid transport and metabolism and increases in shear
stress, which promote anti-inflammatory, antioxidant, and anti-atherogenic events in the
vascular wall. These training adaptations may be dependent on a number of variables,
including exercise intensity, duration, and volume, and may be transient or persist for
longer periods. Moreover, the response to training is highly variable and may be
influenced by genetic polymorphisms. Given the inter-individual variation in training
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response and disease susceptibility, it may be of interest to consider the interaction
between aerobic exercise training and LOX-1 gene variation.
Concluding Remarks
LOX-1 is an important mediator of endothelial dysfunction and oxidative stress,
and recent evidence suggests that LOX-1 may also be involved in lipid metabolism and
cholesterol uptake. Accordingly, LOX-1 expression has been strongly associated with the
initiation and progression of atherosclerosis. Soluble forms of LOX-1 in plasma may also
be related to the disease process. The LOX-1 gene has been linked to cardiovascular
disease in different animal models, and genetic polymorphisms in LOX-1 may influence
the presence and severity of CAD and the risk for acute myocardial infarction. Given that
LOX-1 expression is upregulated by linoleic acid and shear stress, it is possible that
polymorphisms in the LOX-1 gene may explain the inter-individual variation in the
responses to diet and exercise. Thus individually and collectively, the LOX-1 gene,
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